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PREVENnOK AND IKEATMENT OF CARDIOVASCULAR PATHCHjOGIES WTTH TAMOXIFEN 
ANALOGUES 

4^ V Field of the Invenrion 

5 pM^vention relates generally to the prevention and treatment of 

cardiovascular pathologies. More specifically, a method for treating or 
preventing athmsclerosis is provided. 

Bflckgronnd of the Invention 
Many pathological conditions have been found to be associated with 
1 0 smooth muscle cell proliferation. Such conditions include restenosis, 
_athCTpscIerosis.xoron3iy-he^ disease, thromte 

stroke, smooth muscle neoplasms such as leiomyoma and leiomyosarcoma of the 
bowel and uterus, uterine fibroid or fibroma, and obliterative disease of vascular 
grafts and transplanted organs. The mechanisms of abnormal smooth muscle 

1 5 cell proliferation are not yet well understood 

For example, percutaneous transluminal coronary angioplasty (PICA) is 
widely used as the primary treatment modality in many patients with coronary 
artery disease. PTCA can relieve myocardial ischemia in patients with coronary 
artery disease by reducing lumen obstruction and unproving coronaiy flow. The 

20 use of this surgical procedure has grown rapidly, with 39,000 procedures 

performed in 1983, nearly 150,000 in 1987, 200,000 in 1988, 250,000 in 1989, 
and over 500,000 PTCAs per year are estimated by 1994. Stenosis following 
PTCA remains a significant problem, with fix)m 25% to 35% of the patients 
developing restenosis within 1 to 3 months. Restenosis results in significant 

25 morbidity and mortality and fi-equently necessitates ftirther interventions such as 
repeat angioplasty or coronary bypass surgery. No surgical intervention or 
post-surgical treatment (to date) has proven effective in preventing restenosis. 

The processes responsible for stenosis after PTCA are not completely 
understood but may result from a complex interplay among several different 

30 biologic agents and pathu-ays. Viewed in histological sections, restenotic lesions 
may have an overgro\Mh of smooth muscle cells in the inumal layers of the 
vessel. Several possible mechanisms for smooth muscle cell proliferation after 
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PICA have been suggested. For example, Barath et al. (U. Patent No. 
5^42,397) disclose delivering cytotoxic doses of protein kinase C inhibitors, 
including tamoxifen, locally by catheter to the site of the atherosclerotic lesion. 
Compounds that reportedly suppress smooth muscle proliferation in 
5 vitro may have undesirable pharmacological side effects v^en used in vivo. 
Heparin is an example of one such compound, vvluch reportedly inhibits smooth 
muscle cell proliferation in vitro but when used in vivo has the potential adverse 
side effect of inhibiting coagulation. Low molecular weight fiagments of 
heparin, while having reduced anti-coagulant activity, have the undesirable 
1 0 pharm^ological property of a short phaniiacoiogical half-life. Attempts have 
been made to solve such problems by using a double balloon catheter, i.e., for 
regional delivery of the therapeutic agent at the angioplasty site 
(e.g., U.S. Pat No. 4,824,436), and by using biodegradable materials 
impregnated with a drug, i.e., to compensate for problems of short half-life 
15 (e.g., U.S. Pat No. 4,929,602). 

In general, atherosclerosis is a cardiovascular disease in which the vessel 
wall is remodeled, compromising the lumen of the vessel. The atherosclerotic 
remodeling process involves accumulation of cells, both smooth muscle cells 
and monocyte/macrophage inflammatory cells, in the intima of the vessel wall. 
20 These cells take up lipid to form a mature atherosclerotic lesion. Although the 
formation of these lesions is a chronic process, occurring over decades of an 
adult human life, the majority of the morbidity associated with atherosclerosis 
occurs when a lesion ruptures, releasing thrombogenic debris that rapidly 
occludes the artery. When such an acute event occurs in the coronary artery, 
25 myocardial infarction can ensue, and in the worst case, can result in death. 

The formation of the atherosclerotic lesion can be considered to occur in 
fivQ.oyerlapping stages such as migration, lipid accumulation, recruitment of 
inilanunatory cells, proliferation of vascular smooth muscle cells, and 
extracellular matrix deposition. Each of these processes can be shown to occur 
30 in man and in animal models of atherosclerosis, but the relative contribution of 
each to the pathology and clinical significance of the lesion is unclear. 
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Thus, a need exists for therapeutic methods and agents to treat 
cardiovascular pathologies, such as atherosclerosis and other conditions related 
to coronary artery disease. 

Summary of the Invention 

5 - A therapeutic method for preventing or treating a cardiovascular or 

vascular indication characterized by a decreased lumen diameter is provided. 
The method comprises administering to a mammal at risk of^ or afflicted with, 
said cardiovascular indication, a cytostatic dose of a therapeutic agent that 
elevates the level of TGF-beta, such as a compound of formiila (I) 


(R^XR?)N(CH2)20 



(D 


wherein Z is C=0 or a covalent bond; Y is H or 0(C,-C4)alkyl, R' and are 
individually (C,-C4)alkyl or together with N are a saturated heterocyclic group, 
R3 is efiiyl or chloroethyl, R* is H, R^ is 1, 0(C^-C4)alkyI or H and R* is 1, 0(C,- 

1 5 C4)alky 1 or H with the proviso that when R\ R^ and R* are H, R^ is not ethyl; or 
a pharmaceutically acceptable salt, including mixtures thereof The cytostatic 
dose is effective to directly or indirecdy increase the level of TGF-beta in a 
manunal afflicted with said indication. Preferably, the effective amount inhibits 
smboth muscle cell proliferation, inhibits lipid accumulation, increases plaque 

20 slabilit>\ or any combination thereof Thus, in this embodiment of the invention, 
the compound of formula (I) does not include tamoxifen, raloxifene or 
droloxifene. However, in other embodiments of the invention, the compound of 
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formula(I) can include the following: together with is -CHj-CHj- or -S-, 
R^ is OH, or R*, R^ and R* are H and R^ is ethyl. 

A therapeutic method is provided for treating or preventing 
cardiovascular pathologies, such as conditions selected from the group 
5 consisting of atherosclerosis, thrombosis, myocardial infarction, and stroke. The 
method comprises the systemic or local administration of an amount of 
compound of formula (I). The amount is efiective to increase the level of TGF- 
beta in said mammal afflicated with one of these conditions. 

The administered compound of formula (I) can act on vascular smooth 
muscle celk (\^SMG) to iiihibit the pathological activity of these smooth muscle 
cells, can inhibit the activation of endothelial cells, can inhibit lipid 
accumulation by vessels, decrease lesion formation or development, and can 
increase plaque stabiUty. Preferably, the compoimd significantly reduces the rate 
of completion of the cell cycle and cell division, and preferably is administered 
at cytostatic, as opposed to cytotoxic, doses. A preferred embodiment of the 
invention comprises treatment of atherosclerosis, wherein the compound of 
formula (I), such as idoxifene or idoxifene salt, inhibits lipid accumulation by 
vascular smooth muscle cells and/or stabilizes an arterial lesion associated with 
atherosclerosis, i.e., increases plaque stability, to prevent rupture or growth of 
the lesion. As exemplified hereinbelow, orally administered tamoxifen 
significantly inhibits the formation of lipid lesions, induced by a high fat diet, in 
C57B 1 6 mice and in the transgenic apo(a) mouse. The 90% reduction in lesion 
area and number in both of these mouse models indicates that tamoxifen affects 
the accumulation of lipid in the cells and stroma of the vessel wall. The 
inhibition of lipid accumulation and lesion development in these treated mice 
indicates that tamoxifen and analogs thereof, as well as compounds of formula 
(I)/m&y inhibit the development of atherosclerotic lesions in humans by 
inhibiting lipid accumulation, in addition to decreasing smooth muscle cell 
proliferation. 
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Other preferred embodiments of the invention comprise the local 
administration of the compound of fomiula Q) to an arterial lesion associated 
with atherosclerosis, and a kit to accomplish said administration. 

A further embodiment of the invention is a method for preventing 
S cardiovascular pathologies in a mammal at risk of such a condition. Such 
conditions^include atherosclerosis, thrombosis, myocardial infarction^ and 
stroke. The method comprises the administration of an amount of the compound 
of formula (I) to a mammal, such as a human, effective to increase the level of 
TGF-beta in said mammal. The amoimt of the compoimd is administered over 

10 time as a prevcutative measure. Prefdably, the compound is administered 
orally, in a series of spaced doses. 

A further embodiment of the invention is a method for inhibiting smooth 
muscle cell (SMC) proliferation associated with procedural vascular tiaxima as 
by the systemic or localized catheter or non-catheter administration to a 

1 5 mammal, such as a human patient, subjected to said procedure, an effective 

cytostatic SMC proliferation inhibitory amoimt of a compound of formula (I), or 
a pharmaceutically acceptable salt thereof The systemic administration can be 
accomplished by oral or parenteral administration of one of more suitable unit 
dosage forms, which, as discussed below, may be formulated for sustained 

20 release. The administration of the agents of the invention may be essentially 
continuous over a preselected period of time or may be in a series of spaced 
doses, either before, during, or after the procedural vascular traimia, before and 
during, before and after, during and after, or before, during and after the 
procedural trauma. 

25 As used herein, the term "procedural vascular trauma** includes the 

effects of surgical/mechanical interventions into mammalian vasculature, but 
doesjiot include vascular traimiadue to the organic vascular pathologies listed 
hereinabove. 

Thus, procedural vascular traumas wthin the scope of the present 
30 treatment method include (1 ) organ transplantation, such as hearu kidney, liver 
and the like, e.g., involving vessel anastomosis: (2) vascular surger>'. such as 
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coronary bypass surgery, biopsy, heart valve replacement, atheroectomy, 
thrbtobectomy, and the like; (3) transcatheter vascular therapies (TVT) including 
angioplasty, e.g., laser angioplasty and PICA procedures discussed hereinbelow, 
employing balloon catheters, and indwelling ca&eters; (4) vascular grafting 
5 using natural or synthetic materials, such as in saphenous vein coronary bypass 
grafts, dacron and venous grafts used for peripheral arterial reconstruction, etc.; 
(5) placement of a mechanical shunt, such as a FTFE hemodialysis shunt used 
for arteriovenous commimications; and (6) placement of an intravascular stent, 
which may be metallic, plastic or a biodegradable polymer. See U.S. patent 

10 ^plicatJon Serial No, 08^89,712, filed Fe 15, 1995, which is 
incorporated by reference herein. For a general discussion of implantable 
device and biomaterials fi^m which they can be formed, see H. Kambic et al., 
"Biomaterials in Artificial Organs", Chem. Eng.New^; 30 (April 14, 1986), the 
disclosure of which is incorporated by reference herein, 

15 In the case of organ transplantation, the entire organ, or a portion thereof, 

may be infiised with a solution of the compound of formula (I), prior to 
implantation. Likewise, in vascular surgery, the termini of the vessels subject to 
anastomosis can be infiised with the compound of formula (I), or the 
antiproliferative agents can be delivered from pretrcated sutures or staples. 

20 The delivery of an agent that elevates the level of TGF-beta, e.g., TGF- 

beta activators or production stimulators, to the lumen of a vessel via catheter, 
before, during or after angioplasty, is discussed in detail below. A stent or shunt 
usefiil in the present method can comprise a biodegradable coating or porous 
non-biodegradable coating, having dispersed therein the sustained-release dosage 

25 form. In the alternative embodiment, a biodegradable stent or shunt may also 
have the therapeutic agent impregnated therein, i.e., in the stent or shunt matrix. 
Utilization of a biodegradable stent or shunt with the therapeutic agent 
impregnated therein is further coated with a biodegradable coating or with a 
porous non-biodegradable coaling having the susuiined release-dosage form 

30 dispersed therein is also conicmplaicd. This embodiment of the invention would 
provide a difTcreniial release rale of the therapeutic agent, i.e.. there would be a 
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faster release of the therapeutic agent from the coating followed by'delayed 
release of the therapeutic agent that was impregnated in the stent or shunt matrix 
upon degradation of the stent or shunt matrix. The intravascular stent or shunt 
thus provides a mechanical means of maintaining or providing an increase in 
5 luminal area of a vessel, and the antiproliferative agent inhibits the VSMC 
proliferative response induced by the stent or shunt, which can cause occlusion 
of blood flow and coronary £iilure. 

For local administration during grafting, the ex vivo infusion of the 
antiproliferative agent into the excised vessels (arteries or veins) to be used for 

10 vascular-grafts can be accomplished;: In this aspect of the invOTtion, the vessel 
' that is to serve as the graft is excised or isolated and subsequently distended by 
an infusion of a solution of the therapeutic agent, preferably by pressure 
infusion. Of course, grafts of synthetic fiber can be precoated with TMX and/or 
compounds of formula (I) prior to in vivo placement 

15 A further aspect of the invention is a method comprising inhibiting 

vascular smooth mxiscle cell proliferation associated with procedural vascular 
trauma due to organ transplantation, vascular surgery, angioplasty, shunt 
placement, stent placement or vascular grafting comprising administration to a 
mamn^, such as a himian, subjected to said procedural trauma an effective 

20 antiproliferative amount of a compound of formula (I) or a pharmaceutically 
acceptable salt thereof Administration may be systemic, as by oral or parenteral 
administration, or local, as to the site of the vascular trauma, or both. 

Yet a further aspect of the invention provides a method comprising 
inhibiting non-aortal vascular smooth muscle cell proliferation associated with 

25 procedural vascular trauma comprising administering an effective cytostatic 

antiproliferative amount of tamoxifen, a structural analog thereof, a compound of 
fdmiula (1) \\tich includes when together with is •CH.^CH^- or -S-, or R' 
is OH, including the pharmaceutically acceptable salts thereof, to a mammal, 
such as a human, subjected to said procedural vascular trauma. Said 

30 administration can be systemic or by local, catheter or non-catheter delivery to 
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the site of the trauma. A preferred embodiment of the invention comprises 
inhibiting non-aortal vascular smooth muscle cells in a non-coronary artery. 

Also provided is a kit comprising packing material enclosing, separately 
packaged, a catheter, a stent, a shunt or a synthetic graft and a unit dosage form 
5 of an amount of a compoimd of formula (I) and/or tamoxifen efifective to 
accomplish these therapeutic results when delivered locally, as well as 
instruction means for its use, in accord with the present methods. 

Another embodiment of the present invention is a method for identifying 
an agent which increases the level of TGF-beta, e.g., the agent is a TGF-beta 
10 activator or producdon stimulator. Humm vascular smooth muscle cells 

(hVSMC) are cultured with an amount of the agent effective to reduce or inhibit 
the rate of hVSMC proliferation. The hVSMC are then contacted with an 
amount of a moiety which specifically binds to TGF-beta in an amount effective 
to block the bmding of TGF-beta to tfie TGF-beta receptors of said hVSMC and 
1 5 then the rate of proliferation is determined. The method can also include the 
culture of rat aortic vascular smooth muscle cells (rVSMC) with an amoxmt of 
tiie same agent effective to reduce or inhibit the rate of proliferation of rVSMC. 
The rVSMC are th«i contacted with an amount of a moiety which specifically 
binds to TGF-beta in an amount efiFective to block tiie binding of TGF-beta to tfie 
20 TGF-beta receptors of said hVSMC and tiien die rate of proliferation is 
determined. The rate of proliferation in treated rVSMC and treated hVSMC 
relative to untreated rVSMC and hVSMC, respectively, afier contaa with the 
moiety indicates that the reduction of proliferation is due to an increase in the 
level of TGF-beta in rVSMC and hVSMC by said agent and suggests tiiat 
25 rVSMC and hVSMC would be amenable to treatment by the administration of 
said agent in vivo, 

t , Agents useful in the practice ofthe invention include agents that elevate 
or increase die level of TGF-beia, e.g., TGF-beta activators and TGF-beta 
production stimulators, compounds of formula (I ) wiiich include when R* 
30 togeiher vdlh is -CHj-CH.- or -S-. or R' is OH, tamoxifen, and structural 
analogs of tamoxifen. These agents and compounds, including tiieir salts and 
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mixtures thereof, may be employed in the practice of the present invention to 
prevent or treat other conditions characterized by inappropriate or pathological 
activity of vascular smooth muscle celJs or endothelial cells, excluding the 
inappropriate proliferation or pathological activity of neoplastic vascular smooth 
5 muscle cells or neoplastic endothelial cells. Thus, it is envisioned that the 
methods of the present invention preferably do not include the treatment of 
neoplastic vascular tissue. 

The agents of the invention, which increase the level of TGF-beta, 
inhibit abnormal activity of vascular smooth muscle cells and endothelial cells. 
10 Preferred agents of the invention include cOTnp^^ Preferred 
compounds of formula (I) include those wherein Z is a covalent bond, Y is H, 
is CICH2CH2. or R* is iodo, R^ is H, R' and R^ are each CH3 or together with 
N are pyrrolidino, hexamethyleneimmo or piperidino. These agents or 
compounds can mclude structural analogs of tamoxifen (including derivatives of 
1 5 TMX and derivatives of said analogs) having equivalent bioactivity. Such 
analogs include idoxifene aDXXE-l-[4.[2-N-pym>lidino)ethoxy]phenyl]-l-(4. 
iodophenyl>2-phenyM-butene), raloxifene, 3-iodotamoxifen, 4-iodotamoxifen, 
droloxifene, tomremifene, and the pharmaceutically acceptable salts thereof. 
Also provided arc a method and a kit to determine the presence and 
20 amount of TGF-beta in a sample containing TGF-beta. The method for the 
detennination of TGF-beta in vitro can be used to identify a patient at risk for 
atherosclerosis and/or monitor a recipient that has received one or more 
administrations of a therapeutic agent vAuch increases the level of TGF-beta, or 
to monitor active TGF-beta levels in an individual. Blood serum or plasma from 
25 an individual, patient or recipient is contacted with a capture moiety to form a 
capture complex of said capture moiety and TGF-beta. Preferably, the capture 
moiety is an immobilized capture moiety. The capture complex is then contacted 
wih a detection moiety capable of binding TGF-beta comprising a detectable 
label, or a binding site for a detectable label, to form a detectable complex. The 
30 presence and amount, or absence, of the detectable complex is then determined. 
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. thereby determining the presence and amount, or absence, of TGF-beta in the 
blood of the patient or recipient 

A test kit for determining TGF-beta in vitro includes packaging material 
enclosing (a) a capture moiety capable of binding TGF-beta, and (b) a detection 
5 moiety capable of binding to TGF-beta, v^iiere the detection moiety has a 

detectable label or a binding site for a detectable label. The capture moiety and 
the detection moiety are separately packaged m the test kit Preferably, the 
capture moiety is solid substrate-immobilized. Preferably, the capture moiety is 
the TGF-beta type II receptor extracellular domaiiL More preferably, the TGF- 
beta type II receptor extracellular domain is derived from a bacterial expression 
system. The kit can also comprise instruction means for correlation of the 
detection or determination of TGF-beta with the identification of the patients or 
monitoring discussed above. 

Further provided is a method for upregulating cellular mRN A coding for 
TGF-beta. Cells (e.g., smooth muscle cells) amenable to such manipulation of 
mRNA accumulation are identified in the manner described herein and are 
exposed to an effective amount of a TGF-beta mRNA regulator (i.e., a subset of 
TGF-beta production stimulators), either free or in a sustained-release dosage 
form. In this manner, TGF-beta production is stimulated. 

In addition, methods for using TGF-beta to maintain and increase vessel 
lumen diameter in a diseased or injured mammalian vessel are described. 

Also provided is a therapeutic method of increasing the level of TGF- 
beta in a mammal in need thereof. The method comprises the administration of 
an effective amount of a compound of formula (I), which includes when 
together wth R^ is -CHr CH,- or -S% R^ is OH, or R*, R^ and R* are H and R' is 
ethyl. A preferred embodiment of the invention is a mammal that is diabetic. 
Diabetics suffer from a plethora of indications, one of which is a decrease in the 
level of TGF-beta, as described hereinbelow. 

Diabetics are prone to vascular disease. Vascular disease includes, but is 
not limited lo. myocardial infarciiom atherosclerosis, aneriolsclerosis, and small 
vessel disease. Moreover, the leading causes of death in diabetics are myocardial 
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infarction and atherosclerosis. Thiis, the present invention further provides a 
method to treat diabetics at risk of, or afflicted with, vascular disease. The 
method comprises the administration of an effective amount of an agent that 
elevates the level of TGF-beta, such as a compoxmd of formula (I) vMch 
5 includes vfhon together with is -CHj-CHj- or -S-, or R' is OH, tamoxifen 
or a structural analog thereof* The amount is effective to directly or indirectly 
increase the level of TGF*beta in said diabetic. The amount administered is 
preferably effective to inhibit the proliferation of vascular tissue. A preferred 
embodiment of the mvention includes the administration of idoxifene, 3- 
10 iodctamoxifen,-4-icdotamoxifen, raioxifaie, droloxifene, toremifene, or a 
pharmaceutically acceptable salt thereof 

DggcriptipB Qf ft? Pramnp 

Figiu-es I and 2 depict pathways for the modulation of vascular smooth 
1 S muscle cell proliferation in vivo. 

Figure 3A depicts the reduction in TGF-beta binding to the TGF-beta 
receptor (R2X) in the presence of increasing amounts of lipoprotein. 

Figure 3B depicts the amount of TGF-beta necessary to half maximally 
inhibit mink lung cell proliferation in the presence of increasing amounts of 
20 lipoprotein. 

Figure 4 depicts the association of TGF-beta with different lipoprotein 

classes. Profile of lipoprotein particle elution measured as total cholesterol ( ) 

and TGF-beta elution (open circles) followmg separation of the lipoprotein fracdon 
(d < 1.215 g/cm') by gel filtration chromatography. The position of the major 
25 lipoprotein classes are marked by reference to the elution times of the major 
apoiipoproteins. (a) Healthy individual A (b) Healthy individual C (c) Diabetic 
individual K (d) Diabetic individual L. Letters designating the individuals shown 
refer to individuals in Table 8. 


30 pgtaiiigd P^criptiffn Qf thglnvgntign 

As used herein the following lenms have the meanings as set forth below: 
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"Proliferation," means an increase in cell number, i.e., by mitosis of the 

cells. 

"Abnormal or Pathological or Inappropriate Activity or Proliferation" 
means division, growth or migration of cells occurring more rapidly or to a 
5 significantly greater extent than typically occurs in a nonmally functioning cell of 
the same type, or in lesions not found in healthy tissues. 

"Expressed" means mRNA transcription and translation with resultant 
synthesis, glycosylation, and/or secretion of a polypeptide by a cell, e.g., 
chondroitin sulfate proteoglycan (CSPG) synthesized by a vascular smooth 
10 muscle cell or pericyte. 

"Vascular disease*" includes, but is not limited to, myocardial infarction, 
atherosclerosis, arteriolsclerosis, and small vessel disease. Small vessel disease 
includes, but is not limited to, silent myocardial infarction, vascular insufficiency 
in the limbs, peripheral neuropathy and retinopathy. 

"Vascular tissue," as used herein, includes non-neoplastic smooth muscle 
cells and non*neoplastic endothelial cells. 

The term "tamoxifen", as used herein, includes trans-2-[4-(l,2-diphenyl- 
l-butenyl)phenoxy]-N,N-dimethylethylamme, and the pharmaceutically 
acceptable salts thereof, which are capable of enhancing the production or 
activation of TGF-beta. The activated form of TGF-beta, in turn, inhibits 
endothelial cell and vascular smooth muscle cell activity. Isomers and 
derivatives of the aforementioned chemical compound are also included within 
the scope of the term "tamoxifen" for the purposes of this disclosure. 

The term "structural analogs thereof with respect to tamoxifen includes, 
but is not limited to, all of the compounds of formula (I) which are capable of 
enhancing production or activation of TGF-bcta. See, for example, U.S. Patent 
Nos. 4,536.516, 5.457,1 13, 5.047,431, 5,441,986, 5.426,123, 5J84,332, 
5,453,442, 5.492.922, 5.462,937, 5.492.926. 5254,594. and U.K. Patent 
1.064.629. 

Because tamoxifen (TMX) causes liver carcinogenicity in rais and has 
been correlated uith an increased risk of endomelrial cancer in women and may 
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increase the risk of certain gut cancers, other tamoxifen analogs may be 
considered safer to administer if they are less carcinogenic. The carcinogenicity 
of TMX has been attributed to the fonnation of covalent DNA adducts. Of the 
TMX analogs and derivatives, only TMX and toremifene have been studied for 
5 long-tenn carcinogenicity in rats and these studies provide strong evidence that 
covalent DNA adducts are involved in rodent hepatocarcinogenicity of TMX. 
Toremifene, which exhibits only a very low level of hepatic DNA adducts, was 
found to be non-carcinogenic. See Potter et al.. Carcinogenesis. Ji, 439 (1 994). 
A preferred embodiment of the invention include the use of a compound of 

10 formulafl) jwhich includes-when R^togcther of -S-, or 

is OH, that forms DNA adducts at a reduced level relative to TMX A more 
preferred embodiment of the invention includes a compound of formula (I) 
which includes when R* together wth R' is -CH2-CH2- or -S-, or R^ is OH, that 
does not form DNA adducts. The extent of DNA adduct fonnation by an agent 

15 or a compound is determined by methods well known to the art. 

It is postulated that 4-hydroxylation of TMX yields electrophilic 
alkylating agents which alkylate DNA through the ethyl group of TMX. This 
mechanistic hypothesis explains the low level of DNA adduct formation by the 
non*TMX analogs of formula (I), includmg the TMX analog toremifene and the 

20 absence of DNA adducts detected for the analogs 4-iodotamoxifen and 
idoxifene. Thus, all of these analogs are likely to be free from the risk of 
carcinogenesis in long term use. See Potter et al., supra. Idoxifene includes (E)- 
1 -[4-[2-(N-pyrrolidino)ethoxy]phenyl]-l-(4-iodophenyl)-2-phenyl-l-bulene and 
its phannaceutically acceptable salts and derivatives. See R. McCague et al., 

25 Organic Preparations and Procedures Int.. 2fi. 343 ( 1 994) and S.K. Chandler et 
al.. Cancer Res.. H. 585 1 ( 1 991 ). Besides its lower potential for inducing 
carcinogenesis via formation of DNA adducts which can damage DNA. other 
advantages of IDX compared with TMX are that IDX has reduced residual 
estrogenic activity in rats and an improved metabolic profile. Thus, another 

30 preferred embodiment of the invention includes the use of a compound of 

formula (1) which includes when R* logclher wiih R^ is -CH-CH.- or or R* 
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is OH, that has reduced, or no, estrogenic activity. The estrogenic activity of an 
agent or a compound of formula Q) can be determined by methods well known 
to the art. A more preferred embodiment of the invention includes the use of a 
compound of formula (I) which includes when together with is -CH2-CH2- 
5 or -S-. or R^ is OH, that forms DNA adducts at low finequency, or preferably not 
at all, and has low, or preferably no, estrogenic activity. IDX is a preferred 
embodiment of the present inventioiL 

Also included within the scope of the term tamoxifen are the TMX 
structural analogs toremifene and raloxifene, metabolites or pharmaceutically 
1 0 acceptable salts thereof Other "antisteroids" or "steroidal M^onists** can also 
be useful as agents that increase the level of TGF-beta or lead compounds, 
including other known stilbene-type antisteroids including cis- and trans- 
cloraiphene, droloxifene, (l-[4-(2-dimethylarainoethoxy)phenyri-l-(3- 
hydroxyphenyl)-2-phenyl-2-butene(seeU.S, Patent No. 5384^32), 1-nitro-l. 
1 5 phenyl-2-(4-hydroxyphenyl or anisyl)-2-[4-(2-pyrTol-N-ylethoxy)- 
phenyl]ethylene(CN-55,945),trans-l ,2-dimethyM ,2-(4- 
hydroxyphenyl)ethylene(trans-dimethylstilboestrol), trans-diethylstilboestrol, 
and l-nitro-l-phenyl-2-(4-hydroxyphenyl>2-[4-(3- 
dimethylaminopropyloxy)phenyl-ethyIene (GI680). 
20 Known 1,2-diphcnylethane-tyi^ antisteroids mclude cis-l,2-anisyl-l-I4. 

(2-diethylaminoethoxy)phenyl]ethane (MRL-37), H4-chlorophenyl)l-[4-(2- 
diethylaminoethoxy)phenyl]-2-phenylethanol (WSM^13); 1 -phenyl-! [4^2- 
dieihylaminoethoxy)phenyl].2-anisylethanol (MER-25); 1 -phenyl-! -[4-(2- 
diethylaminoethoxy)phenyI)-2-anisyl-ethane, mesobuloestrol (trans-1,2- 
25 dimethyl- 1 ^-(4.hydroxyphenyl>etbane), meso-hexestrol, (+)hexestrol and (-> 
hexestrol. 

\ Known naphthalene-type antisteroids include nafoxidine, l-[4.{2,3- 
dihydroxypropoxy)phenyl]-2-phenyl-6-hydroxy-ia3.4-tetrahydro.napht^ 
1 -(4.hydroxyphenyl)-2-phenyl-6-h ydroxy- 1 ^3.4-tetrahydronaphthalene, 1 -[4- 

30 (2-p>Trol.N-yIethoxy)-phenylJ-2.phenyl-6.meihoxy-3,4-dihydronaphlhaIene 
(UlKlOOA).andl- 
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[4-(23-dihydroxypropoxy)phenyI]-2-phenyl"6-methoxy-3,4-dih 
(U-23,469). 

Known antistcroids which do not fall anyvAere within these structural 
classifications include coumetstrol, biochanin-A, genistein, metballenstiil, 
5 phcnocyctin, and l-[4-(2'diniethylaniinoethoxy)phenyl]-2-phenyI-5- 

methoxyindene (U, 11 555). In the nomenclature employed hereinabove, the 
term "anisyl" is intended to refer to a 4*methoxyphenyl group. 

The phannaceutically acceptable inorganic and organic acid amine sahs 
of the amino group-containing antistcroids are also included within the scope of 
IG the term "antisterdid", asus^ Hercin, aid include citrates, tar^ates» acetates, 
hydrochlorides, hydrosulfates and the like. 

"TGF-beta" includes transforming growth factor-beta as well as 
functional equivalents, derivatives and analogs thereof. The TGF-beta isoforms 
are a family of multifunctional, disulfide-linked dimeric polypeptides that affect 
1 5 activity, proliferation and differentiation of various cells types. TGF-beta is a 
polypeptide produced in a latent propeptide fonn having, at this time, no 
identified biological activity. To be rendered active and, therefore, capable of 
inhibiting vascular smooth muscle cell proliferation, the propeptide form of 
TGF-beta must be cleaved to yield active TGF-beta. 
20 TGF-beta activator" includes moieties capable of directly or indirectly 

activatmg the latent form of TGF-beta to the active form thereof A number of 
the compounds of formula (I) are believed to be TGF-beta activators. 

"TGF-beta production stimulator** includes moieties capable of directly 
or indirectly stimulating the production of TGF-beta (generally the latent form 
25 thereof). Such TGF-beta production stimulators may be TGF-beta mRNA 
regulators (i.e.. moieties thai increase the production of TGF-beta mRNA), 
enhancers of TGF-beta mRNA expression or the like. 

''Direct" action includes, but is not limited to. an agent which acts to 
increase active TGF-bcia levels. For example, direa action indicates that cells 
30 upon which the agent acts increase TGF-beia mRNA production increase the 
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cleavage of latent TGF-beta, or that the agent increases the level of TGF-beta 
which is capable of binding to its receptor. 

"Indirect" action of an agent includes, but b not limited to, an agent of 
the invention that acts through one or more other moieties acts to increase the 
5 level of active TGF-beta. For example, an agent that acts through one or more 
other moieties to release TGF-beta firom complexes that inhibit or prevent the 
binding of active TGF-beta to its receptor, or an agent that acts through one or 
more other moieties to stimulate the production of TGF-beta mRNA or the 
expression of TGF-beta, acts indirectly. 

10 "Sustained release'' means a ddsage fbim designed to release a 

therapeutic agent tbere&om for a time period ranging from about 3 to about 2 1 
days. Release over a longer time period is also contemplated as a "sustained 
release** dosage form of the jnesent inventioa 

For the purposes of this description, the prototypical cells, upon which 

1 5 the effects of an agrat that increases the level of TGF-beta are feh, are smooth 
muscle cells, endothelial cells and pericytes derived from the medial layers of 
vessels which proliferate in intimal hyperplastic vascular sites following injury, 
such as that caused during PTCA, An agent that increases the level of TGF-beta 
is not restricted in use for therapy following angioplasty; rather, the usefuhiess 

20 thereof will be proscribed by their ability lo inhibit abnormal cellular 
proliferation, for example, of smooth muscle cells, endothelial cells and 
pericytes in the vascular wall. Thus, other aspects of the invention include 
agents, which increase the level of TGF-beta, used in early therapeutic 
intervention for reducing, delaying, or eliminating (and even reversing) 

25 atherosclerotic plaque formation and areas of vascular wall hypertrophy and/or 
hyperplasia. Agents which increase the level of TGF-beta also find utility for 
carlj' imer\'eniion in pre-atherosclerotic conditions, e.g., they are useful in 
patients at a high risk of developing athero5K:lerosis or with signs of hypertension 
resulting from atherosclerotic changes in vessels or vessel stenosis due to 

30 hypertrophy of the vessel wall 
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Agents which increase the level of TGF-beta also find utility in the 
treatment of diabetics with decreased levels of TGF-beta (as described 
hereinbelow), particularly in diabetics at risk of, or aflflicated with, vascular 
disease. One example of a vascular disease which afflicts certain diabetics is 
5 diabetic retinopathy, where angiogenesis results in blindness over a 3-6 month 
period. 

Diabetic retinopathy is one of the most serious complications of diabetes 
mellitus, and a major cause of blindness all over the world. In spite of the wide 
clinical variation of the different stages of diabetic retinopathy, there are 

I G generally ihree proci^ses that are known or thought to be of pathogenetic 

importance. The first is usually characterized by microangiopathy, ischemia and 
hypoxia. Visible signs of this process include capillary obliteration or 
nonperfusion, arteriolar-venular shunt, hyper^gregation of red cells and 
platelets, sluggi^ blood flow and an impaired ability of red cells to release 

1 S oxygen. The second process involves abnormal metabolism of carbohydrate, 
protein and arachidonic acid. The third process of diabetic retinopathy is 
thought to involve lipid peroxidation of the retinal membrane, possibly oxygen 
radical-induced. Although many of these characteristics of diabetic retinopathy 
are known, effective prevention and therapy for this disease has not been 

20 available prior to the present invention. 

Agents which increase the level of TGF-beta are useful for inhibiting the 
pathological proliferation of vascular smooth muscle cells or endothelial cells, 
e.g., for reducing, delaying, or eliminating stenosis following angioplasty. As 
used herein the term ''reducing** means decreasing the intimal thickening that 

25 results from stimulation of smooth muscle cell proliferation following 

angioplasty, either in an animal model or in man. "Delaying" means delaying 
the^ime until onset of visible intimal hyperplasia (e.g., observed histologically 
or by angiographic examination) following angioplasty and may also be 
accompanied by "reduced" restenosis. "Eliminating" restenosis following 

30 angioplasty means completely "reducing" intimal thickening and/or completely 
''delaying" intimal hyperplasia in a patient to an extent which makes it no longer 
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necessary to surgically intervene, i.e., to re-establish a suitable blood flow 
through the vessel by repeat angioplasty, atheroectomy, or coronary artery 
bypass surgery. The effects of reducing, delaying, or eliminating stenosis may 
be determined by methods routme to those skilled in the art including^ but not 
5 limited to, angiography, ultrasonic evaluation, fluoroscopic imaging, fiber optic 
endoscopic examination or biopsy and histology. 

The amount of an agent of the invention, i.e., one which increases the 
level of TGF-beta, administered is selected to treat vascular trauma of differing 
severity, with smaller doses being sufficient to treat lesser vascular trauma such 
10 as in the prevention of vascular rejection following graft or transplant Agents 
which increase the level of TGF-beta that are not characterized by an undesirable 
systemic toxicity profile at a prophylactic dose are also amenable to chronic use 


^ for prophylactic purposes with respect to disease states involving proliferation of 

\f\ vascular smooth muscle cells or endothelial cells over time (e.g., atherosclerosis, 

1 S coronary heart disease, thrombosis, myocardial in&rction, stroke), preferably via 
systemic administration. The agents of the invention are not envisioned for the 
treatment of smooth muscle neoplasms such as leiomyoma and leiomyosarcoma 
j'.X of the bowel and uterus, uterine fibroid or fibroma and the like. 

•J For prevention of restenosis, a series of spaced doses, optionally, in 

::iri 

Q 20 sustained release dosage form, is preferably administered before and after the 

traumatic procedure (e.g., angioplasty). The dose may also be delivered locally, 
via catheter delivered to the afflicted vessel during the procedure. After the 
traimiatic procedure is conducted, a series of follow-up doses are administered 
over time, preferably in a sustained release dosage form, systemically to 

25 maintain an anti-proliferative effect for a time sufficient to substantially reduce 
the risk of or to prevent restenosis. A preferred therapeutic protocol duration 
aftet angioplasty for this purpose is from about 3-to about 26 weeks. 

High levels of lipoprotein Lp(a) are known to constitute a substantial risk 
factor for atherosclerosis, coronan^ heart disease and stroke. One symptom 

30 associated with such conditions and other problems, such as restenosis following 
balloon angioplast\' and other pathogenic conditions, is the proliferation or the 
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migration ofsmooth muscle cells. No direct link between Lp(a) and 
prdKferation of vascular smooth miiscle cells had been established in the prior 
art. 

An in vivo pathway for the modulation of vascular smooth muscle cell 
5 proliferation is shown in Figure I . TGF-beta is believed to contribute to the 
inhibitory mechanism that maintains vascular smooth muscle cells in a non- 
proliferative state in healthy vessels. 

Vascular smooth muscle cell proliferation is inhibited by an active form 
of TGF-beta. Tamoxifen has been shown by the experimentation detailed in 

10 Example 1: hereof to stimulate both thepodu^ activ^on of TGF- 

beta. Heparin stimulates the activation of TGF-beta by afifectixig the release of 
the active form of TGF-beta from inactive complexes present m serum. TGF- 
beta neutralizing antibodies inhibit the activity of TGF-beta, thereby facilitating 
the proliferation of vascular smooth muscle cells. An apparent in vivo 

15 physiological regulator ofthe activation of TGF-beta is plasmin. Plasminis 
derived from plasminogen through activation by, for example, TPA (tissue 
plasminogen activator). Plasmin activity is inhibited by the lipoprotein Lp(a) or 
apolipoprotein(a) (apo(a)X thereby decreasing the activation of the latent form of 
TGF-beta and facilitating proliferation of vascular smooth muscle cells. 

20 An additional pathway for the modulation of vascular smooth muscle cell 

proliferation is shown in Figure 2. Resting smooth muscle cells constitute cells 
in their normal, quiescent non-proliferative state. Such resting smooth muscle 
cells may be converted to proliferating smooth muscle cells through activation 
by platelet derived growth factor (PDGF), fibroblast growth factor (FGF) or 

25 other stimulatory moieties. The proliferating smooth muscle cells may be 
converted to continual proliferating smooth muscle cells (i.e. - smooth muscle 
celjs capable of generating a pathological state resulting from over-proliferation 
thereoO by an autocrine growth factor. This growth factor is believed to be 
produced by proliferating smooth muscle cells. An increased level of autocrine 

30 grounh factor, which can be irJiibiied by the active form of TGF-beta or an 
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q)propriately structured (L£» designed) small molecule inhibitor, is believed to 
mediate the production of continual proliferating smooth muscle cells. 

Lp(a) consists of low density lipoprotein (LDL) and apo(a). Apo(a) 
shares approximately 80% amino acid identity with plasminogen (see MacLean 
5 et al-. Nature. 210: 132, 1987). Lp(a) has been found to inhibit cell-associated 
plasmin activity (see, for example, Harpel et al., Proc. Natl. Ac ad. Sci. USA, gg: 
3847, 1989). Experiments conducted on human aortic vascular smooth muscle 
cells derived from healthy transplant donor tissue, cultured in Dulbecco's 
modified Eagles medium (DMEM) + 10% fetal calf serum (PCS) as described in 

10 Kirschenlohr et al . Am. J. Phj^ioi . 265, C571 (1993), indicated the following: 
1) Addition of Lp(a) to sub-confluent human vascular smooth muscle 
cells stimulated their proliferation in a dose dependent manner (addition of 500 
nM Lp(a) to human vascular smooth muscle cells caused a reduction in doubling 
time from 82 +/. 4 hours to 47 +/- 4 hours); 

IS 2) Addition ofapo(a) had a similar effect, although a higher 

concentration of apo(a) appeared to be required therefor, 

3) Addition of LDL at varying concentrations up to 1 micromolar had no 
effect on proliferatiorL 

One possible mode of action for Lp(a) and apo(a) is competitive 

20 inhibition of surface-associated plasminogen activation, \^ch in turn inhibits 
the subsequent activation of TGF-beta by plasmin. TGF-beta is a potent growth 
inhibitor of a number of anchorage-dependent cells, including smooth muscle 
cells. TGF-beta is produced as a latent propeptide having a covalentiy linked 
homodimer structure in which the active moiety is non-covalently linked to the 

25 amino-terminal portion of the propeptide. Latent TGF-beta must be cleaved 

(e.g., in vitro by acid treatment or in vivo by the serine protease plasmin) in order 
to t^ecome capable of inhibiting tiie proliferation of vascular smooth muscle 
cells. Plasmin is therefore a leading candidate to be a physiological regulator of 
TGF-beta. 

30 The hypothesis that Lp(a) and apo(a) were acting on cultured human 

vascular smooth muscle cells b\ inierfering with activation of latent TGF-beia 
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was tested. In si^port of this hypothesis, an observation was made that plasmin 
activity associated with vascular smooth muscle cells was reduced 7-fold by 
Lp(a) and 5-fold by apo(a). The plasmin activity in the conditioned medium was 
also reduced by Lp(a) and apo(a) by about 2-foIdy but was much lower than cell- 
5 associated plasmin activity in vascular smooth muscle cell cultures. These 
observations are consistent with previous findings that Lp(a) is a more potent 
inhibitor of surface-associated, rather than fluid phase, plasminogen activation. 

To exclude the possibility that Lp(a) was affecting the synthesis of 
plasminogen activators rather than plasminogen activation, plasminogen 

iO activator levels in iumim^^^ui^ ^ootfi^ muscle cell cultoes were measured in 
the presence and absence of the lipoproteins and in the presence of a large excess 
of plasminogen, so that the lipoproteins present would not significantly act as 
competitive inhibitors. Total plasmitK)gen activator activity was not affected by 
the presence of any of the lipoproteins in the vascular smooth muscle cell 

1 S cultures. For example, plasminogen activator activity in the conditioned 
medium remained at 0.7 +/- 0.6 mU/ml with Lp(a) additions up to 500 nM. 

Lp(a) and apo(a) both reduced the level of active TGF-beta by more than 
100-fold compared to control or LDL-treated cultures. The level of total latent 
plus active TGF-beta measured by ELISA as described in Example 8 was 

20 tmaffected by the presence of Lp(a) or apo(a), however. These facts lead to the 
conclusion that Lp(a) stimulates proliferation of himian vascular smooth muscle 
cells by inhibiting plasmin activation of latent TGF-beta to active TGF-beta. 

To further test this conclusion and exclude the possibility that Lp(a) was 
acting by binding active TGF-beta as well as reducing plasmin activity, human 

25 vascular smooth muscle cells were cultured in the presence of Lp(a). These cells 
had a population doubling time of 47 +/- 3 hours. Addition of plasmin was able 
to overcome the population doubling lime reducing effect of Lp(a) and reduce 
the ceil number to control levels, with the population doubling time increased to 
97 -^/. 4 hours. 

30 The role of plasmin in the pathway was confirmed by studies in which 

inhibitors of plasmin activit> were added to human vascular smooth muscle 
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cells. Like Lp(a), these protease inhibitors increased ceU ni^ Aprotinin, for 
example^ decreased the population doubling time from 82 4 hours in control 
cultures to 48 +/- 5 hours, and alpha2-antiplasmin decreased the population 
doubling time to 45 +/- 2 hours. 500 nM Lp(a) and aprotinin addition resulted in 

5 only a slight additional stimulation of proliferation, with the population doubling 
time for cultures of this experiment being 45 +/• 6 hours. Neutralizing 
antibodies to TGF-beta similarly decreased peculation doubling time in vascular 
smooth muscle cells (see, for example. Example 1). In summary, Lp(^)> plasmin 
inhibitors and neutralizing antibody to TGF-beta stimulate proliferation of 

0 vascular ^ooth muscle ccUs^ while plasmin nullifies the growth stimulation of 
Lp(a). These results support the theory that the mode of action of Lp(a) and 
apo(a) is the competitive inhibition of plasminogen activation. 

Experimentation conducted to ascertain the impact of tamoxifen on TGF- 
beta and vascular smooth muscle cell proliferation is set forth in detail in 

5 Example 1. The results of those experiments are summarized below. 

1) Addition of tamoxifen decreased the rate of proliferation, with 
maximal inhibition observed at concentrations above 33 micromolar. 50 
micromolar tamoxifen concentrations produced a cell number 96 hours 
following the addition of scrum that was reduced by 66% +/- 5.2% (n=3) as 

0 compared to cells similarly treated in the absence of tamoxifen. 

2) Tamoxifen did not significantly reduce the proportion of cells 
completing the cell cycle and dividing. Inhibition of vascular smooth muscle 
cells caused by tamoxifen therefore appears to be the result of an increase in the 
cell cycle time of nearly all (>90%) of the proliferating cells. 

5 3) Tamoxifen decreases the rate of proliferation of serum-stimulated 

vascular smooth muscle cells by increasing the time taken to traverse the G; to 

M phase of the cell cycle. 

4) Tamoxifen decreased the rate of proliferation of x'ascular smooth 

muscle cells by inducing TGF-beta activit>'. 
0 5) Vascular smooth muscle cells produced TGF-beta in response to 

tamoxifen. Tamoxifen appears to increase TGF-beia acii\it>- in cultures of rat 
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vasciilar smooth muscle cells by stimuiadag the production of latent TGF-beta 
and increasing the proportion of the total TGF-beta which has' been activated 

6) Tamoxifen, unlike heparin, does not act by releasing TGF-beta from 
inactive complexes present in serum. 
5 7) TGF-beta mRNA was increased by approximately 10-fold by 24 

hours after addition of tamoxifen (10 micromolar). This result suggests that the 
expression of TGF-beta mRNA by the smooth muscle cells will be increased, 
thereby facilitating decreased proliferation thereof by activated TGF-beta. 
8) Tamoxifen is a selective inhibitor of vascular smooth muscle 

1 0 proliferation with an ED50 (a concentration resulting in 50% inhibition) at least 
10-fold lower for vascular smooth muscle cells than for adventitial fibroblasts. 

Additional experimentation has shown that the addition of Lp(a) or 
apo(a) substantially reduced the rat vascular smooth muscle ceil proliferation 
inhibitory activity of tamoxifen, with the population doubling time in the 

I S presence of tamoxifen and Lp(a) being 42 +/- 2 hours (as compared to a 

population doubling time of 55 +/- 2 hours for tamoxifen alone, and a time of 35 
+/- 2 hours for the control). Also, the presence of Lp(a) reduced the levels of 
active TGF-beta produced in response to the addition of tamoxifen by about 50- 
fold. Addition of plasmin to rat vascular smooth muscle cells treated with 

20 tamoxifen and Lp(a) resulted in most of the TGF-beta being activated, and 

proliferation was again slowed (with the population doubling time being 57 +/- 3 
hours). These obsen'ations are consistent with the theory that Lp(a) acts by 
inhibiting TGF-beta activation. 

Identification of therapeutic agents (direct or indirect TGF-beta activators 

25 or production stimulators) that act to inhibit vascular smooth muscle cell 
proliferation by the pathway shown in Figure 1 can be identified by a 
practitioner in the art by conducting experiments of the type described above and 
in Example I. Such experimental protocols facilitate the identification of 
therapeutic agents useful in the practice of the present invention and capable of 

30 one of the following activities: 

1 ) production or activation of TGF-beta: 
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2) having TGF-beta-like activity; 
- 3) activation of plasminogen; 

4) increase in plasmin activity; or 

5) reduction of Lp(a) or apo(a) level or levels of 7i-I or other inhibitors of 
5 TGF-beta activation. 

Identification of therapeutic agents (direct or indirect TGF-beta activators 
or production stimulators) that act to inhibit vascular smooth muscle cell 
proliferation by the pathway shown in Figure 2 can be identified by a 
practitioner in the art by conducting experimentation using known techniques 

10 that are designed to identify growth factors made by proliferating smooth muscle 
cells, which growth ^tors also act on those cells (i.e., autocrine growth factors). 
Rational drug design can then used to screen small molecules for the ability to 
inhibit the production or activity of such autocrine growth factors as lead 
compounds for drug design. Such experimental protocols facilitate the 

1 5 identification of therapeutic agents useful in the practice of the present invention 
and capable of one of the following activities: 

1) production or activation of TGF-beta; 

2) having TGF-beta-like activity; or 

3) inhibit the activity or production of an autocrine growth factor 
20 produced by proliferating smooth muscle cells. 

Smooth muscle cell proliferation is a pathological factor in myocardial 
infarctions, atherosclerosis, thrombosis, restenosis and the like. 
Therapeutic/prophylactic agents of the present invention, including tamoxifen 
and the like, having at least one of the activities recited above and therefore 

25 being capable of inhibiting proliferation of vascular smooth muscle cells, are 
useAU in the prevendon or ueatment of these conditions. Manipulation of the 
pr<$liferation modulation paihx^-ay for vascular smooth muscle cells to prevent or 
reduce such proliferation removes or reduces a major component of the arterial 
lesions of atherosclerosis and the restenosed arteries following angioplasty, for 

30 example. 
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More specifically, chronically maintaining an elevated level of activated 
TGF-beta reduces the probability of atherosclerotic lesions fotming as a result of 
vascular smooth muscle cell proliferatioiL Consequently, administration of 
TGF-beta activators or TGF-beta production stimulators protects against 
5 atherosclerosis and subsequent myocardial infarctions that are consequent to 
coronary artery blockage. Also, substantially increasing the activated TGF-beta 
level for a short time period allows a recipient to at least partially of&et the 
strong stimulus for vascular smooth muscle ceil proliferation caused by highly 
traumatic injuries or procedures such as angioplasty. Continued delivery to the 

10 traumatized site further protects against restenosis^fesv^ 
smooth muscle cell proliferation in the traiunatized area. 

Prevention or treatment relating to a traumatized or diseased vascular 
site, for example, the TGF-beta activators or production stimulators may also be 
administered in accordance with the present invention using an infusion catheter, 

15 such as produced by C.R. Bard Inc., Billerica, MA, or that disclosed by 

Wolinsky ( U.S. Patent No, 4,824,436) or Spears (U.S. Patent No. 4,512,762). 
In this case, a therapcutically/prophyiactically effective dosage of the TGF-beta 
activator or production stimulator will be typically reached when the 
concentration thereof in the fluid space between the balloons of the catheter is in 

20 the range of about 1 0"^ to 1 0"'^ M. It is recognized by the present inventors that 
TGF-beta activators or stimulators may only need to be delivered in an anti- 
proliferative therapeutic/prophylactic dosage sufficient to expose the proximal 
(6 to 9) cell layers of the intimal or tunica media cells lining the lumen thereto. 
Also, such a dosage can be determined empirically, e.g., by a) infusing vessels 

25 from suitable animal model systems and using immunohistochemical methods to 
detect the TGF-beta activator or production stimulator and its effects; and 
by^onducting suitable in vitro studies. 

It will be recognized by those skilled in the art that desired 
therapeutically/prophylactically effective dosages of a TGF-beta activator or 

30 production stimulator administered by a catheter in accordance with the 
invention uill be dependent on several factors, including, e.g.: a) the 
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atmospheric pressure applied during infusion; b) the time over which the TGF- 
beta activator or production stimulator administered resides at the vascular site; 
c) the nature of the therapeutic or prophylactic agent employed; and/or d) the 
nature of the vascular tramna and therapy desired. Those skilled practitioners 
5 trained to deliver drugs at therapeutically or prophylactically effective dosages 
(e.g., by monitoring drug levels and observing clinical effects in patients) will 
determine the optimal dosage for an individual patient based on experience and 
professional judgment In a preferred embodiment, about 0.3 atm (i.e., 300 mm 
of Hg) to about 5 atm of pressure £q>plied for 15 seconds to 3 minutes directly to 
10 the vascular wall is adequate to achieve infiltration of a TGF-beta activator or 
production stimulator into the smooth muscle layers of a mammalian artery wall. 
Those skilled in the art will recognize that infiltration of the TGF-beta activator 
or production stimulator into intimal layers of a diseased human vessel wall in 
firee or sustained-release form will probably be variable and will need to be 
determined on an individual basis. 

While two representative embodiments of the invention relate to 
prophylactic or therapeutic methods employing an oral dosage form or infusion 
catheter administration, it will be recognized that other methods for drug 
delivery or routes of administration may also be useful, e.g., injection by the 
intravenous, intralymphatic, intrathecal, intraarterial, local delivery by implanted 
osmotic pumps or other intracavity routes. Administration of TGF-beta 
activators or production stimulators in accordance with the present invention 
may be continuous or intermittent, depending, for example, upon the recipient's 
physiological condition, whether the purpose of the administration is therapeutic 
or prophylactic and other factors known to skilled practitioners. 

In the practice of certain embodiments of the present invention, catheter 
adnairiistration routes including systemic and localized delivery to the target site 
are preferably conducted using a TGF-beta activator or production stimulator 
dispersed in a pharmaceutically acceptable carrier. Tamoxifen and its structural 
analogs and salts, including the compounds of formula (I) can be administered 
by a variety of routes including oral, rectal. iransdermaL subcutaneous. 
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intravenous, intramuscular, and intranasal. These compounds preferably are 
fonnulated prior to administration, the selection of which will be decided by the 
attending physician. Typically, TMX and its structural analogs and salts, 
including the compounds of formula (I), or a phannaceutically acceptable salt 
5 thereof isicombined with a pharmaceutically acceptable carrier, diluent or 
excipient to form a pharmaceutical fonnulation, or imit dosage fomL 

The total active ingredients in such fonnulations comprises fiom 0,1 to 
99.9% by weight of the fonnulation. By "phannaceutically acceptable" it is 
meant the:cairier, diluent, excipient, and/or salt must be compatible with the 
otheringrediente of tj!e-formulatiGn,-and notdelet^^^ 

Pharmaceutical formulations containing TMX and its structural analogs 
and salts, including the compounds of formula (I), can be prepared by procedures 
known in the art using well known and readily available ingredients. For 
example, the compoimds of fonnula (I) can be fonnulated with common 
excipients, diluents, or carriers, and formed into tablets, capsules, suspensions, 
powders, and the like. Examples of excipients, diluents, and carriers that arc 
suitable for such formulations include the following fillers and extenders such as 
starch, sugars, mannitol, and silicic derivatives; binding agents such as 
carboxymethyl cellulose and other cellulose derivatives, alginates, gelatin, and 
polyvinyl-pyrrolidone; moisturizing agents such as glycerol; disintegrating 
agents such as calcium carbonate and sodium bicarbonate; agents for retarding 
dissolution such as paraffm; resorption accelerators such as quaternary 
anmioniimi compounds; surface active agents such as cetyl alcohol, glycerol 
monostearate; adsorptive carriers such as kaolin and bentonite; and lubricants 
such as talc, calciimi and magnesium stearate, and solid polyethyl glycols. 

The compounds also can be formulated as elixirs or solutions for 
convenient oral administration or as solutions appropriate for parenteral 
administration, for example, by intramuscular, subcutaneous or intravenous 
routes. 

The present invention also contemplates therapeutic methods and 
therapeutic dosage forms involving sustained release of the TGF-beta activator 
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or production stimulator to target cells. Preferably, the target cells are vascular 
smooth muscle cells, cancer cells, somatic cells requiring modulation to 
ameliorate a disease state and cells involved in immune system-mediated 
diseases that are accessible by local administration of the dosage form. 
5 Consequently, the methods and dosage forms of this aspect of the present 

invention are useful for inhibiting vascular smooth muscle cells in a mammalian 
host, employing a therapeutic agent that inhibits the activity of the cell (e.g., 
proliferation, fonnation of lipid proliferative lesions, contraction, migration or 
the like) but does not kill the cell and, optionally, a vascular smooth muscle cell 
10 bmding protein. Sustained released dosage forxns for system^^ 

well as for local administration are also employed in the practice of the present 
method, Fonnulations intended for the controlled release of phannaceutically- 
active compounds in vivo include solid particles of the active ingredient that are 
coated or tableted with fihn-forming polymers, waxes, fets, silica, and the like. 

1 5 These substances are intended to inhibit the dissolution, dispersion or absorption 
of the active ingredient in vivo, Hydroxypropybnethyl cellulose is one example 
of an ingredient that can provide a slow or controlled release of the active 
ingredient The compounds can also be delivered via patches for transdermal 
delivery, subcutaneous implants, infusion pumps or via release from implanted 

20 sustained release dosage forms. 

Another embodiment of the invention relates to prophylactic or 
therapeutic "sustained release" methods from the surface of an intravascular 
device employing an excipient matrix which will release the TGF-beta activators 
over a one-week to two-year or longer period. The surface coating and the 

25 impregnated forms of the article can be a biodegradable or nonbiodegradable 
pol>Tner or ceramic material which uill slowly release the TGF-beta activator at 
a dpse rate that will inhibit the proliferation of fibromuscular cells and/or lipid 
accumulation vMch would impair the function of the device. The accumulation 
of fibromuscular cells, including VSMC and their associated matrix, along with 

30 lipid containing foam cells can decrease the lumenal area of intravascular stents, 
sxnthciic grafts and indwelling catheters to an extent that blood flow is critically 
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impaired and the device can fail Amctionally. The inhibition of this proliferation 
would extend the clinically functional life of these devices and be of significant 
clinical benefit to the patients. 

The sustained release dosage fomtis of this embodiment of the invention 
5 needs to deliver a sufficient anti-proliferative, preferably cytostatic, dosage to 
expose cells immediately adjacent to the device surface to be ther^>eutic. This 
would inhibit cellular attachment, migration and proliferation of the 
fibromuscular cells and foam cells. This dosage is determinable empirically by 
implanting a specific device intravascularly with variable amounts of the TGF- 

10 beta activator and modification of the polymCT excipieht, both of which would 
affect the rate and duration of the drug release required to achieve the cytostatic 
dosing which has been demonstrated in vascular smooth muscle cell tissue 
culture experiments. Different types of devices may reqxiire different periods of 
therapeutic drug release. For example, the use in grafts and stents are considered 

1 5 permanently implanted devices; however, it may not be necessary to have the 
active agent continuously released from the device. It appears from initial 
observations that if excessive proliferation is prevented imtil the graft or steirt is 
surrounded by quiescent tissue and covered by intact endothelium then continued 
release of cytostatic agents may be imnecessary* Devices such as indwelling 

20 catheters, however, do not become embedded in quiescent vascular wall tissue 
and overgrown with endothelium. These devices may require the continual 
release of drugs to suppress the proliferation of tissue over their external and 
lumenal surfaces. To achieve this prolonged period of sustained drug release, 
lai^er amounts of agent and different types of, or modification of, the polymer or 

25 excipient are preferable. 

The sustained release dosage forms of the present invention, particularly* 
fofJcKzal administration, are preferably either non-degradable microparticulates 
or nanoparticulates or biodegradable microparticulates or nanoparticuiates. 
More preferably, the micruparticles or nanoparticlcs are formed of a polymer 

30 containing matrix that biodegrades by random. noncnz>'matic. hydrolytic 
scissioning. A panicularly preferred structure is formed of a mixture of 
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thermoplastic polyesters (e.g., polylactide or polyglycolide) or a copolymer of 
lactide and glycolide components. The lactide/glycolide structure has the added 
advantage that biodegradation thereof forms lactic acid and glycolic acid, both 
normal metabolic products of mammals. 
5 Therapeutic dosage forms (sustained release-type) of the present 

invention exhibit the capability to deliver therapeutic agent to target cells over a 
sustained period of time. Such dosage forms are disclosed in co-pendii^ U.S. 
patent plication Serial No. 08/241,844, filed May 12, 1994, virhich is a 
continuation-in-part of Serial No. 08/62,451, filed May 13, 1993, v^ch is in 
10 tunj a continaation-in-pan of Sieriai No. 08/01 1 ,669, which is in turn a 

continuation-in-part of PCT application US 92/08220, filed September 25, 1 992. 
These applications are incorporated by reference herein. Therapeutic dosage 
forms of this aspect of the present invention may be of any configuration suitable 

•i. £ 

■ ?i 


H 
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for this purpose; Prefetred sustained release therapeutic dosage forms exhibit 
1 5 one or more of the following diaracteristics: 

- microparticulate (e.g., fiom about 0.5 miciometers to about 100 
micrometers in diameter, with fiom about 0.5 to about 2 micrometers more 
preferred) or nanoparticulate (e.g., from about 1 ,0 nanometer to about 1000 
nanometers in diameter, with from about 50 to about 250 nanometers more 

20 preferred), free flowing powder structure; 

- biodegradable structure designed to biodegrade over a period of time 
between from about 3 to about 1 80 days, with fiom about 1 0 to about 2 1 days 
more prefened, or nonbiodegradable structure to allow therapeutic agent 
diffusion to occur over a time period of between from about 3 to about 1 80 days, 

25 with from about 1 0 to about 2 1 days preferred; 

- biocompatible with target tissue and the local physiological 
environment into which the dosage form is being administered, including 
biocompatible biodegradation products; 

- facilitate a stable and reproducible dispersion of therapeutic agent 
30 therein, preferably to form a therapeutic ageni-poKmer mauix, with active 

therapeutic agent release occurring through one or both of the following routes: 
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(1) difiusion of the therapeutic agent through the dosage form (when the 
ther^utic agent is soluble in the polymer or polymer mixture forming the 
dosage form); or (2) release of the ther^utic agent as the dosage form 
biodegrades; and 

5 - capability to bind with one or more cellular and/or interstitial matrix 

epitopes, with from about I to about 10,000 binding protein/peptide-dosage form 
bonds preferred and with a maximum of about 1 binding peptide-dosage form 
per 1 50 square angstroms of particle surface area more preferred. The total 
number bound depends upon the particle size used. The binding proteins or 

10 peptides are capable of coupling to the particulate therapeutic dosage form 

through covalent ligand sandwich or non-covalent modalities as set forth herein. 

For example, nanoparticles contaimng a compound of the formida Q) 
may be prepared using biodegradable polymers including poly(DX-lactic 
acid)PLA, poly(D,L-lactic-co-gIycolic) PLGA, methacrylic acid copolymer, 

1 5 poly(epsilon-caprolactone), using either 1 ) n-sol vent emulsification-evaporation 
techniques or 2) emulsification - precipitation techniques. These processes 
involve dispersion of polymer in an organic solvent (e.g., acetone or benzyl 
alcohol) with or without a co-solvent, typically methylene chloride. The 
compound of formula (I) is contained in the organic solvent In some cases, 

20 solvents are then mixed and then added dropwise to an aqueous solution 

containing stabilizmg hydrocolloid [e.g., poly(vinyl alcohol) or gelatin] (i.e., oil 
in water) with mechanical agitation or sonicarion. Following formation of the 
stable emulsion, the chlorinated solvent is removed via evaporation of the stirred 
emulsion, yielding nanoparticles that then can be freed of organic solvents by 

25 tangential filtration or repeated washings by centrifugation/xesuspension. The 
resultant aqueous suspension can then be frozen with or without saccharide or 
otl^pr cryoprotectants and lyophilized to yield nanoparticles capable of 
resuspension in physiological salt solutions with simple agitation or sonicaiion. 
Alternatively, the aqueous solution can be added with agitation or 

30 sonicaiion to the organic phase lacking chlorinated solvent (i.e., watcr-in-oil 
emulsion) followed by further addition of aqueous solution to achieve a phase 
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inversion, to precipitate the nanoparticles. Alternatively, precipitation can be 
augmented by addition to salting-out agents in the aqueous solvent Typically, 
for emulsification-evaporation technique 750 mg PLGA can be dissolved in 30 
mL of methylene chloride. Five mL of methylene chloride containing 75 mg of 
5 a compound of formula (I), for example, tamoxifen^ is added. This organic 
phase is added dropwise to 180 mL of aqueous solution of 2.5% po]y(vinyl 
alcohol, PVP) (20-70 kD mol Wt) with sonication using a Branson 450 sonifier 
at 15-55 watt output, for approximately 10 minutes to form a soluble emulsion. 
Sonication is performed in an ice bath at a temperature not exceeding 1 5°C. the 

10 emulsion is then fcrthcr stirred at room temperature^fbr 24 Hoibps to allow for 
evaporation of the chlorinated solvent The resultant nanoparticles are purified 
ftirther using a Sartorius targeted filtration device fitted with a 100 mm pore 
polyolefin cartridge filter. For the emulsification-precipitation technique, 10 mL 
of aqueous PMP (1 0-30% w/w) is added, under mechanical stirring at 1200-5000 

1 5 rpm, to 5 mL of benzyl alcohol containing 10-15% w/w polymer PL A or PLGA 
and 10-15 w/w of a compound of the formula (I), for example, tamoxifen, 
following oil-in-water emulsion formation over 5 minutes. Water (160 mL) is 
then added to effect a phase inversion, resulting in difiusion of organic solvent 
into the water with concomitant precipitation of polymer as solid nanoparticles 

20 in the ensuing 10 minutes. 

For TGF-beta activators or production stimulators, such as compounds of 
the formula (I), several exemplai>' dosing regimens are contemplated, depending 
upon the condition being treated and the stage to which the condition has 
progressed. For prophylactic purposes with respect to atherosclerosis, for 

25 example, a low chronic dose sufficient to elevate in vivo TGF-beta production is 
contemplated. An exemplary dose of this type is about 0. 1 mg/kg/day (ranging 
bef^een about 0.1 and about 10 mg/kg/day), preferably about 0.1-1.0 mg/kg/day, 
most preferably about 0.3 mg/kg/day. Another exemplar>' dose range is from 
about 0.01 to about 1000 micrograms/ml. Such low doses are also contemplated 

30 for use ^^ith respect to ameliorating stenosis following relatively low trauma 
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injury or intervention, such as vein grafts or transplants or organ allografts, for 
example. 

For prevention of restenosis following angioplasty, an alternative dosing 
regimen is contemplated which involves a single "pre-loading** dose (or multiple, 
5 smaller pre-loading doses) given before or at the time of the intervention, with a 
chronic smaller (follow up) dose delivered daily for two to three weeks or longer 
foUowing intervention. For example, a single pre-loading dose may be 
administered about 24 hours prior to intervention, while multiple preloading 
doses may be administered daily for several days prior to intervention. 
10 Altensativelyrone or more pre-loading dosesWy t^ad^ 1-4 
weeks prior to intervention. These doses will be selected so as to maximize 
TGF-beta activator or production stimulator activity, while minimizing induction 
Q of synthesis and secretion of extracellular matrix proteins. Such a dosing 

' regimen may involve a systemic pre-loading dose followed by a sustained 

15 release chronic dose, or the sustained release dosage form may be designed to 
, "^^1 deliver a large dose over a short time interval as well as a smaller chronic dose 

i Ji for the desired time period thereafter. Some nausea may be encomitered at the 

pi higher dose; however, the use of a sustained release or other targeted dosage 

^ form is expected to obviate this side effect, because the recipient will not be 

"P 20 subjected to a high systemic dose of the therapeutic agent. 

a 

The local particulate dosage form administration may also localize to 
nomfial tissues that have been stimulated to proliferate, thereby reducing or 
eliminating such pathological (i.e., hyperactive) conditions. An example of this 
embodiment of the present invention involves intraocular administration of a 

25 particulate dosage form coated uith a binding protein or peptide that localizes to 
pericytes and smooth muscle cells of neovascularizing tissue. Proliferation of 
these pericNtes causes degenerative eye disease.- Preferred dosage forms of the 
present invention release compounds capable of suppressing the pathological 
proliferation of the target cell population. The preferred dosage forms can also 

30 release compounds that increase vessel lumen area and blood flow, reducing the 
pathological alterations produced by this reduced blood supply. 
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It will be recognized that where the TGF-beta activator or production 
stimulator is to be delivered with an infusion catheter, the therapeutic dosage 
required to achieve the desired inhibitory activity can be anticipated through the 
use of in vitro studies. In a preferred aspect, the infiision catheter may be 

5 conveniently a double balloon or quadruple balloon catheter with a permeable 
membrane. In one representative embodiment, a therapeutically efiTective dosage 
of a TGF-beta activator or production stimulator is useful in treating vascular 
trauma resulting from disease (e.g., atherosclerosis, aneurysm, or the like) or 
vascular surgical procedures such as angioplasty, atheroectomy, placement of a 

0 stent (e.g., in a vessel), thrombectomy, and graf^^ Atheroectomy may be 
performed, for example, by surgical excision, ultrasound or laser treatment, or by 
high pressure fluid flow, (jrafting may be, for example, vascular grafting using 
natural or synthetic materials or surgical anastomosis of vessels such as, e.g., 
during organ grafting. Those skilled in the art will recognize that the appropriate 

5 therapeutic dosage for a given vascular surgical procedure (above) is determined 
in in vitro and in vivo animal model studies, and in human preclinical trials. 

Sustained release dosage forms of an embodiment of the invention may 
only need to be delivered in an anti-proliferative therapeutic dosage sufficient to 
expose the proximal (6 to 9) cell layers of the tunica media smooth muscle cells 

D lining the lumen to the dosage form. This dosage is determinable empirically, 
e.g., by a) infusing vessels from suitable animal model systems and using 
inmiunohistochemical, fluorescent or electron microscopy methods to detect the 
dosage form and its effects; and b) conducting suitable in vitro studies. 

In a representative example, this therapeutically effective dosage is 

5 achieved by determining in smooth muscle cell tissue culture the pericellular 
agent dosage, which at a continuous exposure results in a therapeutic effect 
between the toxic and minimal effective doses. This therapeutic level is 
obUiined in vivo by determining the size, number and therapeutic agent 
concentration and release rate required for particulates infused between the 

} smooth muscle cells of the anen- wall to mainuiin this pericellular therapeutic 
dosage. 
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Human vascular smooth muscle cells (VSMC) are more difficult to grow 
in culture than VSMC derived from other species, such as rat * Medium 
conditioned on human VSMC decreased the proliferation of rat VSMC in vitro. 
Entry of rat VSMC into S phase of the cell cycle was not affected. However, the 
duration of and/or M phase was extended. Anti-TGF-beta antibody reversed 
the delayed entry into M phase caused by exposure to human VSMC conditioned 
medium (HCM). An examination of the HCM showed that 64±12% of the TGF- 
beta present in the medium was already activated. In contrast, rat VSMC 
conditioned medium displayed very low levels of latent TGF-beta and no 
detectable TGF-beta iactivity. Human VSMC were found to produce tissue 
plasminogen activator (TPA) activity in culture. The TPA leads to an increase in 
plasmin activity, which in turn activates TGF-beta. This was confirmed by 
culturing human VSMC in the presence of aprotinin, a plasmin inhibitor. 


'^j Aprotinin increased the rate of proliferation of htmian VSMC to almost the same 

|; 15 extent as neutralizing anti-TGF-beta antibodies and Oj-antiplasniin. Thus» 

.1 growth of human VSMC in culture is determined by the production of TGF-beta 

activated by plasmin, which feeds back in an autocrine loop to increase the 
■3 diiration of the cell cycle. 

Subcultured human aortic VSMC remain more differentiated in culture 
20 than rat aorta VSMC (i.e., they contain higher levels of the smooth muscle- 
i'"^ specific isoforms of myosin heavy chain (SM-MHC) and a-actin). TGF-beta 

likely plays a role in maintaining SM-MHC and a-actin content, and thus may be 
responsible for maintaining cells in a more differentiated phenotype. In view of 
these data, heparin, ^^ich is believed to release TGF-beta from inactive 
25 complexes in the serum, would be predicted to have little effect on the rate of 
proliferation of himian VSMC. which is already inhibited by endogenous active 
TGf -beta production. Such observations may explain why human clinical trials 
of heparin administered after PTC A have failed to demonstrate any beneficial 
effect. 

30 Freshly dispersed rat aortic VSMC lose SM-MHC and a-SM actin as 

ihcy start to proliferate. After 7 days in culture when the cells reach confluence. 
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serum is removed, and approximately 40% of the VSMC reexpress SM-MHC 
and a-SM actin at levels comparable to those present in fireshly dispersed cells. 
If the cells were subcuitured for more than five passages and allowed to reach 
confluence, less than 1% reexpress SM-MHC even after prolonged serum 

5 withdrawal. These cells represent proliferating de-diflFerentiated VSMC. 

When prixxuury cultures of rat aortic VSMC are exposed to TGF-beta, the 
loss of the 204 kD (SM*1) and 200 kD (SM-2) SM-MHC isoforms is 
substantially inhibited. However, TGF-beta did not induce re-expression of SM- 
MHC m subcuitured cells that have very low levels of this protein. Therefore, 

0 TGF-beta can attain a cells differe 

content), but cannot induce re-differentiation in a de-differentiated proliferating 
cell. Since TGF-beta extends the Gj phase of the cell cycle in both primary and 
passaged VSMC cultures, the data suggest that the pathways that mediate 
proliferation and differentiation are regulated independently. 

S Specific markers of both differentiated and proliferating VSMCs have 

been isolated. Four cell populations were probed using generated cDNAs: (a) 
fi^hly dispersed rat aortic cells; (b) freshly dispersed rat aortic VSMC after 7 
days in culture (D7 cells); (c) freshly dispersed rat aortic VSMC after 
subculturing 12 times (SI 2 cells); and (d) rat fibroblasts. Five classes of gene 

0 markers were defined. Class 1 cDNAs were expressed to a similar level in all of 
the RNAs- Class 2 cDNAs were highly expressed in RNA from freshly 
dispersed aortic cells, but were barely detectable in D7 or S12 cells and were not 
detectable in rat fibroblasts. Class 3 cDNAs were expressed at similar levels in 
freshly dispersed aortic, D7 and S12 ceils. Class 4 cDNAs showed higher 

5 expression in fi^shly dispersed aortic and D7 cells than in S12 cells and 

fibroblasts. Class S cDNAs were expressed more strongly in S12 cells than in 
freely dispersed aortic cells, D7 cells and fibroblasts. Class 4 genes included a- 
SM actin. y-SM aciia SM22ou calponin, tropoclastin* phospholamban and 
CHIP28. In addition, previously defined markers of the differentiated phenot)*pe 

0 include SM-MHC* intcgrin and vincuHn. Class 5 genes included matrix Gla 
(MGP) and osieoponiin. When passaged cells were made quiescent by removal 
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of serum, the levels of MGP and osteopontin did not change significantly, 
indicating that high expression of these two genes occurs in VSMC that have 
undergone proliferation, but does not depend on the cells being in the cell cycle. 
Such studies of gene expression provide insight into the processes of de* 
5 differentiatibn that occur during proliferation of VSMC /n jim hybridization 
analysis of halloon-injured rat carotid arteries suggests that dividing intunal cells 
present 7 days after injury express high levels of both osteopontin and MGP 
RNA. In contrast, osteopontin is only weakly expressed in the media of intact 
rat aorta and carotid arteries. Osteopontin and MGP may play a role in 
0 regulating caicificatibn, which can occur rapidly in vascular lesions. 

In the course of investigating potential heterogeneity of cells from rat 
aortas, three groups of VSMC clones have been identified. One group consists 
of small cells that have an epithelioid or cobblestone morphology and proliferate 
without the need for added growth factors, suggesting production of an autocrine 

1 S growth factor(s). The second group consists of intermediate size, spindle shaped 
cells that grow in a characteristic "bills and valleys" pattern and are dependent on 
exogenous growth factors. These cells resemble the predominant cell 
morphology in standard cultures of adult aortic VSMC. The third group consists 
of large, often multinucleate, cells with limited proliferative capacity. These 

20 large cells express high quantities of smooth muscle specific proteins. 

All three types of cells could be isolated from neonatal and adult rat 
aortae. However, aortas from young rats yielded high proportions of the small 
cell clones, while those from adult rats yielded high proportions of intermediate 
and large cell clones. Clones of small VSMC can be induced to convert to 

25 intermediate sized cells by treaimenl with TGF-beta. A proportion of these cells, 
in turn, converts to large cells if plated at low density. The small cells may 
repi^esent a progenitor cell and the large, non-proliferating cells may represent 
mature VSMC. 

VSMC derived from neonatal rat aortas differ from normal adull VSMC 
30 in several ways: (a) they do not require exogenous growth factors for sustained 
grouih: (b) they secrete PDGF-like growth factors; (c) they grow with a 
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characteristic epithelioid morphology; and (d) they express high levels of 
cytochrome P450IA1, elastin and osteopontin fJ. Biol. Chem. -266i3981-86. 
1991; 3mhm. Biophys, R?^n Cgffim, 112:867-73, 1991 ;lMa£ 211:669-71, 
1984). After intimal damage, neointimal lesions grow with an epithelioid 
5 morphology, secrete a PDGF*Iike protein and display increased expression of 
osteopontin in the vascular wall fProc. Natl. Acad. Sci. USA 83:731 M5. 1986). 
These data are consistent with the presence in vivo of a subpopulation of VSMC 
that comprises a diminishing proportion of the total cell population with age and 
which proliferates preferentially. 

10 TGF-beta is released by plMeleiSy macrc^hages and VSMC at sites of 

vascular injxny. Since VSMC and endothelial cells at the site of vascular injury 
can synthesize and release t-PA, a local mechanism for activating secreted TGF- 
beta exists. The level of t-PA activity depends on expression of plasminogen 
activator inhibitor- 1 (PAI-1 ) which is also synthesize in the vessel wall, and 

15 may be up-regulated by TGF-beta. In addition, TGF-beta binds with high 

afiinity to (x2-macroglobulin. Such binding renders TGF-beta unable to bind to 
cell surface receptors for TGF-beta. Polyanionic glycosaminoglycans, such as 
heparin, are also normally present in the vessel wall, and these moieties can 
reverse the association of TGF*beta with a2-macroglobulin. The phenotypic 

20 state of the VSMC may affect the VSMC response to activated TGF-beta. The 
phenotypic state of the VSMC may be influenced by their extracellular 
environment Accordingly, the biological effects of TGF-beta are subject to a 
variety of regulatory mechanisns. 

TGF-beta inhibits DNA synthesis in rat aortic VSMC stimulated with 

25 either PDGF or EGF. In serum stimulated cells, however, TGF-beta has little 
effect on DNA synthesis. Instead, TGF-beta exerts its antt-proliferative effect by 
prolonging the G^ phase of the cell cycle. Likewise, heparin inhibits 
proliferation of senmi-stimulated rat VSMC by extending the Gj phase of the 
cell cycle. This effect of heparin can be eliminated by anti-TGF-beia antibody. 

30 These observations suggest that the anti-proltferativc effect of heparin on VSMC 
in vitro and possibly in vivo may be cxened through the release of TGF-beta. 
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When VSMC are dispersed in cell culture, they lose contractile proteins 
and modulate to a "synthetic" phenotype as they proliferate. The majority of 
VSMC in atheromatous plaques appear t have this synthetic phenotype also. 
Since loss of smooth muscle-specific proteins occurs spontaneously in cell 
5 culture in the absence of mitogens ^ere no proliferation occurs, this phenotypic 
change is not attributable to mitogenic stimxilation, but rather to removal of the 
cells from their extraceUular matrix. The matrix contains large quantities of 
collagen and glycosaminoglycans that may maintain VSMC in a contractile 
state. TGF-beta does not exert its anti-proliferative effect through inhibition of 
to phenotypic fnodaatiOT^H since it is effective ^slowing proliferation of 

passaged cells that can no longer express contractile proteins. Thus, TGF*beta 
displays the independent properties of (1) maintaining differentiated adult 
'•^2 VSMC in the contractile phenotype; (2) causing maturation of small VSMC to 

^1 intermediate size, spindle-shaped VSMC; and (3) inhibiting VSMC proliferation 

If] 

15 regardless of phenotype. Change fiom a contractile to synthetic phenotype is not 
obligatory for proliferation. 

Cultured VSMC synthesize and secrete large quantities of extracellular 
matrix proteins. TGF-beta enhances production of extracellular matrix proteins, 
Avfaich favors maintenance of the synthetic phenotype in cells that have been 
•;P 20 allowed to modulate. In addition, TGF-beta increases expression of numerous 

M> protease inhibitors, which also increase accumulation of extracellular matrix 

proteins. 

In hypertension, there is increased thickness of the vessel media, with a 
consequent decrease in maximum lumen diameter, leading to increased vascular 

25 resistance. The increased thickness of the vessel media is due to growth of 
VSMC within the media. In large conductance vessels, such as the aorta, the 
VSMC growth is believed to be attributable primarily to VSMC hypertrophy 
(i.e., enlargement of the cell without proliferation). In hypertensive animals, 
these vessels display an increased incidence of polyploid cells within the aonic 

30 media. In resistance vessels, such as the mesenteric arteries, however, VSMC 
proliferaiion may contribute to the increased thickness of the vessel media. 


i ri 
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Previously, VSMC growth in hypertension was believed to result from elevated 
blood pressure. Current data suggest that increased vascular tone and VSMC 
hypertrophy and/or hyperplasia may be caused independently by a common 
stimulus. For instance, under certain circumstances, the vasoconstrictor peptide 

5 All may be mitogenic for VSMC. Further, VSMC stimulated with AH also 
synthesize TGF-beta. Thus, any mitogenic effect of All might be inhibited by 
TGF-beta, with the net effect of All stimulation being arrest in G| and 
hypertrophy without proliferation. All may induce acdvation of TGF-beta by 
stimulating expression of t-PA by VSMC. 

0 The VSMG invol ved in hypertension remain within the media of the 

vessel and are surrounded by a heparin-containing extracellular matrix. 
Therefore, any TGF-beta produced is freely available and will maintain VSMC 
m a contractile state. 

In obliterative vascular disease, such as atherosclerosis, VSMC migrate 

5 from the media and proliferate in the intima. There they secrete extracellular 
matrix proteins and form a iipid-rich plaque that encroaches on the vascular 
lumen. This process is similar to, but slower than, the process that occurs 
following PTCA, leading to restenosis. Such inappropriate intimal VSMC 
proiifemtion also occurs in vascular bypass grafrs and the arteries of transplanted 

10 organs, leading to graft occlusion and organ failure, respectively. In 

atherosclerosis, the VSMC involved in the lesion are generally of the synthetic 
phenotype and localized in the intima, in contrast to the VSMC involved in 
hypertension. 

For medial VSMC involved in atherosclerosis, VSMC migration is 
:5 accompanied by an increase in synthesis and secretion of mauix proteins and by 
proliferation. TGF-beta may reduce or prevent the VSMC proliferative response 
to '^iitogens and/or may induce synthesis and secretion of extracellular matrix 
proteins. The effect of TGF-beta in this case would be reduction of cellularit>' 
and increase of the matrix comp>onent of an atherosclerotic plaque. 
lO Alternatively, VSMC in the intima may arise from a population of 

neonatal-like VSMC thai arc capable of migration and preferential proliferation 
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following vascular injury. This intimal phenotype may be either induced or 
selected in response to vessel injury. When these cells are exposed to TGF-beta, 
the neonatal-like, small cell phenotype should convert into intermediate sized, 
spindle-shaped cells that no longer produce an autocrine growth factor. Thus, 
5 cells of the intermediate size should have a decreased tendency to proliferate. 
Over time, a portion of this intermediate sized population of cells would convert 
to the large, non-proliferative VSMC phenotype. 

If VSMC are producing autocrine TGF-beta, tamoxifen has minimal or 
no further inhibitory effect on VSMC proliferation. Moreover, these TGF-beta- 
10 producing VSMC ^cfiibit respohse^o rnitbg^ic stimuli that may differ ^m 
those of VSMC that are not producing TGF-beta. Such data provides fiirther 
evidence of a complex interaction between the elements that are likely involved 
□ in atherosclerosis and vascular injury or trauma. 

Transgenic mice that express the human apo(a) gene are useful tools for 
1 5 studying TGF-beta activation, VSMC proliferation and vascular lesions that 
J": mimic early human atherosclerotic lesions. In these mice, the apo(a) 

in accumulates in focal regions in the luminal surface of vessel walls. These foci of 

Q apo(a) mhibit plasminogen activation, which leads to a decrease in production of 

plasmin. A low local concentration of plasmin results in reduced activation of 
20 TGF-beta, This inhibition of TGF-beta activation is greatest at sites of highest 
apo(a) accumulation. Further, these effects are observed v*ether the transgenic 
mice are fed a normal diet or a lipid-rich diet Serum leveb of activated TGF- 
beta correlate with the immunofluorescence determinations perfomoed on tissue 
sections. Osteopontin, a marker of activated VSMC, co-localized with focal 
2S apo(a) accumulation and regions of very low TGF-beta activation. 

The formation of the atherosclerotic lesion can occur in five stages: 
\ 1. MIGRATION. In a healthy vessel, most or all of the smooth 
muscle cells (SMC) are contained in the vessel media. The appearance of SMC 
in the enlarged intima during lesion fonnation must therefore require migration 
30 of the SMC from the media to ihc intima of the vessel. Inhibition of this SMC 
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migration would significantly alter the nature of the lesion, and may ameliorate 
the pathology associated with lesion formation. 

2. LIPID ACCUMULATION. Medial SMC in healthy vessel waUs 
do not significantly accumulate lipid. However, intimal SMC have an increased 

5 capacity for lipid uptake and storage. When exposed to elevated levels of 
circulating lipid (particularly low density lipoprotein; LDL), SMC m^ become 
saturated with fatty lipid and die. The accumulation of lipid is necessary for the 
progression of the lesion to clinical significance, since it forms the thrombogenic 
necrotic core of the lesioa Inhibition of lipid accumulation in the SMC should 
10 sipificantiy reduce or prevent lesion formation and/or progression, thus 
reducing or preventing atherosclerosis and resultant myocardial infarction. 

3. RECRUITMENT OF INFLAMMATORY CELLS. Human 
lesions contain many macrophage-derived cells. The process of recruitment, the 
function of diese cells, and their contribution to pathology are unclear. An 

1 S oversimplified mechanism suggests that macrophages are attracted to the lipid 
accumulating in the lesion, in order to remove the lipid from the vessel walL 
While inhibition of recruitment of macrophage-derived cells might reduce lesion 
pathology, it may also speed progression to the lipid-fiUed, rupture-prone state. 

4. PROLIFERATION. Intimal SMC accumulation is accomjmnied 
20 by medial thinning in many cases. Therefore, total SMC number may not 

increase significantly at the lesion site. Furthermore, the chronic nature of 
atherosclerosis makes it diSicult to detect stimulation of proliferation in these 
lesions. Data obtained from transgenic ^(a) mice suggest that apo(a) may 
stimulate SMC proliferation. However, evidence that SMC hyperplasia is the 
25 major contributor to atherosclerosis is lacking. Thus, the ultimate effect that 
inhibition of apo(a) has on atherosclerosis is dependent on the contribution of 
SNIC j>roliferation to initiation or progression of an atherosclerotic plaque. 

5. EXTRACELLULAR MATRIX DEPOSITION. Atherosclerouc 
lesions are also rich in extracellular matrix (ECM). and in particular, collagen 

30 fibers. Increased ECM synthesis may increase plaque stabilitx*. Early plaque 
rupture* leading to myocardial infarction* may be associated with low ECM 
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deposition and resultant weakening of the fibrous cap that overlays the necrotic, 
lipid-rich core of the lesion. 

Accordingly, atherosclerosis involves the complex interplay f various 
processes, some of vtbizh may be yet unidentified. Targeting a single process in 
an effort to reduce or prevent atherosclerosis depends on knowledge of the 
relative contribution of each process to the manifested pathology. For these 
reasons, a coordinated, ther^eutic strategy is preferred An exemplary strategy 
involves inhibition of SMC migration, lipid accimiulation and proliferation, with 
possible beneficial effects of increasing ECM deposition. 

A diagnostic assay for identifying patients at risk for atherosclerosis, and 
therefore for identifying suitable candidates for therapy, is also an embodiment 
of the inventioxL In addition, this diagnostic assay provides a means to monitor 
patients that are being treated for atherosclerosis. In one format, a sandwich 
ELISA for determining total TGF-beta, ELIS A plates are coated with an 
antibody that binds both latent and active TGF-beta. Patient sera are incubated 
v^th these ELISA plates, then the plates are vy^hed to remove unbound 
components of the patients' sera. Rabbit anti-TGF-beta antibody, capable of 
binding both latent and active TGF-beta, is then added to the plates and 
incubated. The plates are then washed to remove unbound antibody, and 
peroxidase-Iabeled anti-rabbit IgG is added. After incubation and washing, the 
plates are exposed to the chromogenic substrate, orthophenylenediamine. The 
presence of total TGF-beta in patients* sera is then detemMied coloriroetiically at 
A492 by comparison to a standard curve. In patients treated with an agent that 
modifies TGF-beta, a pretreatment determination of TGF-beta can be compared 
vdHi post-treatment time points to monitor treatment results and effectiveness. 

In an alternate format, TGF-beta type II receptor extracellular domun, 
which recognizes the active form of TGF-beia, is coated onto ELISA plates. 
Patient sera are added to the plates, and processed as above. This assay 
measures aaive TGF-beta present in sera. 

In another alternate format, fluorescent-labeled anti-TGF-beta antibody 
or TGF-beu t\'pe II receptor extracellular domain is used in place of peroxidase 
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labeled second antibody to detect the presence of TGF-beta in patients' sera. In 
yet another alternate format, anti-TGF-beta antibody or TGF-beta type 11 
receptor extracellular domain is labeled with a radioactive moiety capable of 
detection by standard means: These latter two assays may be performed in an 
5 ELISA format, with or without using the additional anti-TGF-beta antibody 
described above. In addition, these latter two assays are amenable to other 
automated or non-automated assay ami detection methods. 

To detennine whether an agent is a TGF-beta activator or TGF-beta 
production stimulator, an agent or mbcture of agents is first tested on rat aortic 

1 0 vascular smooth muscle cells (rVSMCs) for their abiUty to stimulate the 

production of active TGF-P in the culture mediimi as originally described for 
tamoxifen. See Grainger et al. (Biochem. J,. 23£ 109 (1993)). The key step in 
demonstrating that cells have a reduced prolifemtion rate as a result of TGF-P 
production and activation is that the effect can be fully reversed by neutralizing 

1 5 antibodies to TGF-p. Incomplete reversal of a decreased rate of proliferation is 
evidence for TGF-P independent effect(s), which may include toxicity. The 
effects of an agent are then tested on explant human aortic smooth muscle cells 
(hVSMC) as described in Example 3 to determine whether the agent also 
stimulates production of TGF-P by these cells. The use of explant hVSMCs, 

20 prepared and grown as described in Example 3, is essential because (i) explant 
hVSMCs grown under non-optimal conditions (particularly at low cell densities) 
will spontaneously produce TGF-P; (ii) hVSMC cultures fit>m cells prepared by 
enzyme dispersal spontaneously produce substantial amounts of TGF-P in 
culnirc (Kirschenlohr et al.. Am, J. Phvsiol. . 2fi5*.C571 (1993)) and therefore 

25 cannot be used for screening; and (iii) the sensitivity of rVSMCs and hVSMCs 
to agents w*ich induce the cells to produce TGF-p differs by up to lOO-foId. 

^ In screening for agents likely to be effective for clim'cal purposes, it is 
therefore necessary to use hVSMCs to detcraiine both potency and the 
therapeutic window between effective concentrations and toxic concentrations 

30 for human ceils. Candidate agents which pass tlie in vitro cell culture screens are 
then tested on one or more mouse models of lipid lesion fonnaiion. Efficacy of 
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candidate agents is tested by the protocols described in Example 7 for C57B16 
mice and mice expressing the human apo(a) transgene that are fed a high fat diet, 
and also in apoE knockout mice fed a normal diet. Another animal model useful 
in screening agents is the cholesterol-fed Watanabe rabbit. Finally, small scale, 
5 pilot studies on candidate molecules are tested in patient groups with clinically 
significant coronary artery disease for the ability of the drug to increase 
circulating concentrations of active TGF-P or to activate latent forms of TGF-p. 

The invention will be better understood by making reference to the 
following specific examples. 

10 EXiyviPLE 1 

Impact of Tamoxifen on Vascular Smoot h Muscle Cells 
and the Relationship thereof to TGF-Beta Production and Activation 
Cell culture. DNA synthesis assay and cell counting. Rat vascular 
smooth muscle cells were cultured after enzymatic dispersion of the aortic media 

15 fix)m 12-17 week old Wistar rats as described in Grainger et al., Biochem. J.. 
277 : 145-1 5 U 1991 . When the cells reached confluence (after about 6 days) the 
cells were released with tiypsin/EDTA (available fh)m Gibco) and diluted 1:2 in 
Dulbecco's modification of Eagle's medium (DMEM; available from ICN/Flow) 
supplemented with 100 U/ml penicillin and 10% fetal calf serum (FCS). The 

20 cells were then replated on tissue culture plastic (available from ICN/Flow) at 
approximately 1 x 10^ cells/cm^. The cells were subcultured repeatedly in this 
way when confluence was attained (about every 4 days)^ and the cells were used 
between passages 6 and 12. 

Rat adventitial fibroblasts were cultured as described in Grainger et al., 

25 Biochem. J» 2S1' 403-408, 1 992. Briefly, the aortae were treated with 
collagenase (3 mg/ml) for 30 minutes at 37X. The tunica adventitia was 
stiipped awiv from the media. The adventitia was dispersed for 2 hours in 
elastase ( 1 mg/ml) and collagenase (3 mg/mi) dissolved in medium Ml 99 
(available from ICN/Flow). The cells were then spun out (900 x g. 3 minutes). 

30 resuspended in DMEM + 10% FCS and plated oui ai 8 x 10* cells/cm- on tissue 
culture plastic. When the cells reached confluence (after about 10 days), they 
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were sobcultured as described for vascular smooth muscle cells. Adventitial 
fibroblasts were subcultured every 3 days at 1 :3 dilution and used between 
passages 3 and 9. 

DNA synthesis was assayed by pH]-thymidine incorporation as 
5 described in Grainger et al., Biochem, J» 277:145*151. 1991. Vascular smooth 
muscle cells were subcultured, grown in DMEM + 10% FCS for 24 hours, made 
quiescent in serum-fiw DMEM for 48 hours and restimulated with 1 0% FCS at 
"0" hours. pH]-thymidine (5 microcuries/ml; available from Amersham 
International) was added 12 hours after restimulation and the cells were 
IG harvested after 24 hours. DNA syiithesis by adventitial fibroblasts was 

determined similarly, except that the cells were made quiescent in serum-fi^e 
DMEM for 24 hours. 

Cells were prepared for counting by hemocytometer fiom triplicate 
culture dishes as described in Grainger et al.» Biochem. J.. 277 :145-151, 1 991 . 
1 5 Cells were also counted by direct microscopic observation of gridded culture 
dishes. The grids were scored into the plastic on the irmer surface, so that the 
cells could not migrate into or out of the area being cotinted during the 
i 3 experiment Cells in each of four squares in two separate wells were counted at 

each time point All cell counting experiments were repeated on at least three 
20 separate cultures. 

A stock solution of tamoxifen (S mM; available from ICI 
Pharmaceuticals) was made up in 10% ^hanol (EtOH) and diluted in DMEM 
and 10% FCS to give the final concentration. The effects of each tamoxifen 
concentration were compared with the effects observed in control wells 
25 containing the same fmal concentration of the ethanol vehicle. Recombinant 
TGF-beia (available from Amersham International) was dissolved in 25 mM 
Tn%/Cl to give a 5 microgram/ml stock solution and sterile filtered through a 
Spinnex Tube (such as a Centrex Disposable Microfiiter Unit available from 
Rainin Instrument Company, Inc.. Wobum. MA). Neutralizing antisenun to 
30 TGF-beia (BDA19: available from R&D Systems) was reconstituted in sterile 
MilliQ water (a\'ailable from MilHpore Corporation, Bedford MA). At 
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10 micrograms/ml, this antibody completely abolished the activity of 10 ng/ml 
recombinant TGF-beta on subcultured (8th passage) vascular smoodi muscle 
cells. 

Assays for TGF-Beta. The TGF-beta activity present in medium 
5 conditioned on various cells was determined by DNA synthesis assay on mink 
lung endothelial (MvLu) ceils; a modification of the assay described in 
Danielpour et al.» J- Cell. Phvsiol., 79-83, 1 989. MvLu cells were 
subcultured at 1 :5 dilution in DMEM + 1 0% FCS. After 24 hours, the medium 
was replaced with the conditioned medium to be tested in the absence or 

1 0 presence of the neutralizing antiserum to TGF-beta at 1 0 micrograms/ml. DNA 
synthesis during a 1 hour pulse of fl^thjinidine (S microcuries/ml) was 
determined 23 hours after addition of the test medium. TGF-beta activity was 
calculated as the proportion of the inhibition of DNA synthesis \^ch was 
reversed in the presence of neutralizing antibody, using a standard curve to 

15 convert the inhibition values into quantities of TGF-beta. The TGF-beta 
standards and conditioned media both contained 10% FCS in DMEM. 

The total latent and active TGF-beta present was determined by a 
sandwich ELISA (see Example 8). Maxisorb 96-well ELISA plates (available 
from Gibco) were coated with neutralizing antiserum against TGF-beta (BDA19; 

20 available from R&D Systems) at 2 micrograms/cm^ in phosphate buffered 
saline (PBS) overnight at room temperature. The plates were washed between 
each step with tris-buffered saline containing 0,1% Triton X-100 (available from 
Sigma Chemical Company). The plates were incubated with samples for 
2 hours, with a second antibody to TGF-beta (BDA5; available from R&D 

25 Systems) at 0. 1 micrograms/ml for 2 hoiu^» with anti-rabbit IgG peroxidase- 
conjugated antibody (available from Sigma Chemical Co.) for 1 hour, and with 
thechromogenic substrate o-phenylenediamine (Sigma), made up according to 
manufacturer's instructions, for 15 minutes. Absorbances at 492 nm were 
convened into quantities of TGF-beu protein using a standard cur\e. Both 

30 conditioned media and standards were assayed in ihe presence of 1 0% FCS in 
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DMEM. This assay was linear for TGF-beta concentrations in the range from 
0. 1 ng/ml to 20 ng/ml in the presence of 1 0% FCS in DMEM; 

RNA Preparation and Northern Analysis. Total cytoplasmic RNA was 
isolated from cultured vascular smooth muscle cells as described in Kemp et al., 
5 Biochem. J,. 277: 285-288. 1991. Northern analysis was performed hy 
electrophoresis of total cytoplasmic RNA in 1 .5% agarose gels in a buffer 
containing 22 M formaldehyde, 20 mM 3-(N-morpholino)propanesuIfonic acid, 
1 mM EDTA, 5 mM sodium acetate and 0.5 micrograms/ml ethidium bromide. 
The integrity of the KN A was checked by visualizing the gel under UV 
10 iliuminatioh prior to frmisfer onto Hybond N (available from Biarmacia LKB) as 
specified by the manufacturer. Filters were hybridized as described in Kemp et 
al., Biochem. J.. 2ZZ: 285-288, 1 991 , using a pP]-oligolabeled mouse TGF-beta 
probe corresponding to amino acids 68-228 in the precursor region of the TGF- 
beta polypeptide as set forth in Millan et al.. Development IH : 13 1-144. 
15 EssuUSa Vascular smooth muscle cells from the aorta of adult rats 

J proliferate with a cell cycle time of approximately 35 hours in DMEM + 1 0% 

^ n FCS (see, for example, Grainger et al,, Biochem. J.. 277 : 145-151, 1991). 

Q Addition of tamoxifen decreased the rate of proliferation with maximal 

^ inhibition at concentrations above 33 micromolar. 50 micromolar tamoxifen 

':si 

20 concentrations produced an increase in cell numter (96 hours following the 
M: addition of serum) that was reduced by 66% +/- 5.2% (n=3). The slower rate of 

proliferation was hypothesized to stem from a complete blockage of proliferation 
for a proportion of the vascular smooth muscle cells or from an increase in the 
cell cycle time of all of the cells. To distinguish between these possibilities, the 

25 proportion of the cells passing through M phase and the time course of entry into 
cell division were determined. 

\ Quiescentvascularsmoothmusclccells were stimulated with DMEM + 
1 0% FCS in the absence or presence of 33 micromoiar tamoxifen, with the cell 
number being determined at 8 hour intervals by time lapse photomicroscopy. In 
30 the presence of cihanol vehicle alone, more than 95% of the x-ascular smooth 
muscle cells had divided by 40 hours, whereas there was no significant increase 
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in cell number in the presence of tamoxifen until after 48 hours. By 64 hours, 
however, more than .90% of the cells had divided in the preseihce of tamoxifen. 
The time taken for 50% of the cells to divide after stimulation by serum was 
increased from 35 +/- 3 hours (n=7) to 54 +/- 2 hours {n=3) by 33 micromolar 
5 tamoxifen. Since tamoxifen did not significantly reduce the proportion of cells 
. completing the cell cycle and dividing, inhibition of vascular ^ooth muscle 
cells caused by tamoxifen appears to be the result of an increase in the cell cycle 
time of nearly all (>90%) of the proliferating cells. 

To detennine whether tamoxifen increased the duration of the cell cycle 

10. - of vascular smooth muscle cells by increasing the duration of the Go to S phase, 
the effect of tamoxifen on entry into DNA synthesis was analyzed. Tamoxifen at 
concentrations up to 50 micromolar did not significantly affect the time course or 
the proportion of cells entering DNA synthesis following serum stimulation of 
quiescent vascular smooth muscle cells (DNA synthesis between 12 hours and 

1 5 24 hours after stimulation was measured by pH}-thymidine incorporation: 
control at 17614 +/- 1714 cpm; 10 micromolar tamoxifen at 16898 +/- 3417 
cpm; and SO micromolar tamoxifen at 1 8002 -^1- 41 67 cpm). Since the duration 
of S phase is approximately 12 hours (unpublished data), tamoxifen does not 
appear to have significantly impacted the time course of entry into DNA 

20 synthesis. These results therefore imply that tamoxifen decreases the rate of 
proliferation of serum-stimulated vascular smooth muscle cells by increasing the 

- time taken to traverse the Gj to M pha^ of the cell cycle. 

Based upon these results, it appeared that tamoxifen exhibited effects 
similar to those previously described for TGF-beta (see, for example, Assoian et 
25 al., J. Cell. Biol.. Iflfi: 441-448, 1 986) with respect to proliferation of 

subcultured vascular smooth muscle cells in the presence of serum. Tamoxifen 
is Igiowi lo induce TGF-beta aciivit\' in cultures of breast carcinoma cell lines as 

- described, for example, in Knabbe, et al., Cdl, 48" 4 1 7-425, 1 987, 
Consequently, experimentation was conducted to determine ^^*helhcr tamoxifen 

30 decreased the rate of proliferation of vascular smooth muscle cells by inducing 
TGF-beta activity. When quiescent vascular smooth muscle cells were 
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stiinulated with 10% FCS in the presence of 50 miciomolar tamoxifen and 

10 fflicrograms/nil neutralizing antiserum against TGF-beta» the cells proliferated 

at the same rate as control cells in the presence of ethanol vehicle alone. 

To confirm that the vascular smooth muscle cells produced TGF-beta in 
5 response to tamoxifen, such cells were treated with tamoxifen for 96 hours in the 
presence of 10% FCS. The conditioned medixim was then collected and TGF- 
beta activity was deterniined by the modified mink lung epithelial (MvLu) cell 
assay described above. Tamoxifen increased the TGF-beta activity m the 
medium by > 50-fold. Addition of tamoxifm (50 micromolar) in fiesh DMEM + 

10 10% FCS to the MvLu c^lk had no ecfect on DNA ^thesis, deinonstratihg that 
tamoxifen did not induce production of active TGF-beta by the MvLu cells. 

TGF*beta is produced as a latent propeptide which can be activated 
outside the cell by proteases such as plasmin. To detennine whether tamoxifen 
increased TGF-beta activity by promoting the activation of latent TGF-beta or by 

1 5 stimulating the production of the latent propeptide which was subsequently 
activated, the total latent plus active TGF-beta present in the conditioned 
medium was determined by sandwich ELISA as described above. After 96 hours 
in the presence of tamoxifen (50 micromolar), the total TGF-beta protein present 
was increased by approximately 4*fold. Furthermore, the proportion of the TGF- 

20 beta present in active form was increased from < 5% in the medium conditioned 
on vascular smooth muscle cells in the presence of ethanol vehicle alone to 
approximately 35% in the medi\im conditioned on cells treated with tamoxifen. 
Thus, tamoxifen appears to increase TGF-beta activity in cultures of rat vascular 
smooth muscle cells by stimulating the production of latent TGF-beta and 

25 increasing the proportion of the total TGF-beta which has been activated 

Heparin increases TGF-beta activity in medium conditioned on vascular 
sifpqih muscle cells (unpublished data). The mechanism of action of heparin in 
this regard appears to involve the release of TGF-beta from inactive complexes 
present in senmu because pretreatment of serum w\h heparin immobilized on 

30 agarose beads is as effective as direct addition of free heparin to the cells. To 
determine whether tamoxifen acts to release TGF-beta from sequestered 
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complexes in serum which are not immunoreactive in the ELISA assay, 10% 
FCS + DMEM was treated with 50 micromolar tamoxifen for 96 hours at 37X 
in the absence of cells. Medium treated in this way contained similar levels of 
TGF-beta protein and activity to imtreated medium. It appears, therefore, that 

5 tamoxifen, unlike heparin, does not act by releasing TGF-beta from inactive 
complexes present in serum. 

The content of TGF-beta mRNA was also analyzed by Northern analysis 
at various time points after addition of tamoxifen. Subcultured rat vascular 
smooth miiscle cells (6th passage in exponential growth) in the absence or 

0 presence of ethanol vehicle alone contain very little mRNA for TGF-beta. By 
24 hours after addition of tamoxifen (10 micromolar), TGF-beta mRNA was 
increased approximately 10-fold. 

Although TGF-beta decreases the rate of proliferation of vascular smooth 
muscle cells, it does not affect the rate of proliferation of fibroblasts. Tamoxifen 

5 at concentrations of up to 50 micromolar did not reduce the rate of proliferation 
of subcultured adventitial fibroblasts. Tamoxifen is therefore a selective 
inhibitor of vascular smooth muscle proliferation with an ED50 at least 1 0-fold 
lower for vascular smooth muscle cells than for adventitial fibroblasts. 

EXAMPLE 2 

) Heparin Effect on VSMC Pmliferation and Differentiation 

Heparins. An unfractionated, high molecular weight, anticoagulant pig 
mucosal Heparin, fragments of heparin devoid of anticoagulant activity, and 
fragments of heparin with anticoagulant activity were tested. In addition, 
heparin coupled to agarose beads (Sigma Chemical Co., St. Louis, MO) was 

5 examined (see also Grainger et al., Cardiova5;cular Re5;. 22:2238-47, 1993). 

Effect on proliferation. Freshly dispersed rat VSMC, prepared as in 
Example 1 , were cultured in medium containing serum (as in Example 1 ) in the 
presence or absence of heparin. The cells were counted at intervals. Depending 
on the heparin used, the increase in cell number at 144 hours (wten control cells 

) enter stationary phase) was reduced by between 27±4.2% and 76±3,2% (p < 
0.0005 compared with cell number in conux)l wells for all heparins tested). 
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Although the effects of the heparins at 1 00 ^g/ml were similar, there was a trend 
to greater effectiveness with increasing molecular size. The four heparins of 
20 kD or above inhibited proliferation by 60-76%, and the four heparins of 12.6- 
3 kD inhibited proliferation by 27-45%. 
5 Entry into cell cvcle phases. Heparin had no effect on the entry of cells 

into S phase, as determined by growing the cells in the presence of 10 
bromodeoxyuridine from 0-72 hours. Similar results were obtained \*en the 
cells were pulse-labeled with pH]-thymidine. 

The proportion of cells completing mitosis in the presence or absence of 

1 0 heparin was detennined. Defined fields of cells were photographed at eight hour 
intervals by time lapse microscopy of gridded culture dishes. The grids were 
scored into the plastic on the inner surface so that the cells could not migrate into 
or out of the area being counted. In the absence of heparin, 92±1% of primary 
cells divided by 60 hours, but there was no detectable cell division in the 

15 presence of heparin until 72 hours. By 88 hours, however, 96±2% of the cells 
had divided in the presence of heparin. In the presence or absence of heparin, 
the time to complete mitosis was less than 3 hours. The total cell cycle times in 
the presence and absence of heparin were detennined. The data showed that the 
major effect of heparin was to extend selectively the duration of Gj to M phase 

20 of the cell cycle. 

The concentration of heparin required to inhibit S phase entry decreased 
as the serum concentration was reduced. This observation is consistent with the 
removal by heparin of components of serum required for progression to S phase. 
Heparin and TGF-beta. To determine whether TGF-beta mediated the 

25 effects of heparin, anti-TGF-beta antibody (10 \xgfmU R&D Systems) was added. 
Anti-TGF-beia antibody alone had no effect on VSMC proliferation stimulated 
by 10% FCS. This antibody completed reversed the inhibition of VSMC 
proliferation otecrved when cells were incubated in the presence of heparin. 
Heparin coupled to agarose beads at an extracellular concentration of 1 00 pg/ml 

30 was as effective as free heparin ( 1 00 ng/ml) at inhibiting VSMC proliferation. 
Agarose beads alone at the same concenu^iion had no effect. These results arc 
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consistent with extracellular action of heparin on VSMC to inhibit proliferation. 
Furflier cell cycle studies indicated that heparin must be present within the first 
12 hours of G, to mhibit VSMC proliferation. 

Heparin and smooth muscle-specific myosin he avy chain expreR^^p , 
5 Preyious studies demonstrated that primary VSMC in culture lose both the 
204 kD (SM-1) and the 200 kD (SM.2) isoforms of SM-MHC, whether the 
VSMC are cultured in serum or in serum-free medium onto fibronectin. In 
primary cultures stimulated by serum, 100 jig/ml heparin substantially inhibited 
the loss of both SM-1 and SM-2 proteins in all cells, as assayed by direct 

10 inununoperoxidase staining or Western blotting fCell Tissues Res. 257! l 1 17,^Q 
1989; Eifi£hsmJ*2Z2:145.51, 1991). If the cells were plated in serum-free 
medixmi onto fibronectin, the noirnal loss of SM-1 and MS-2 proteins was 
unaffected by the presrace of heparin. The effect of heparin in preyenting the 
de-diflferentiation of primary VSMC in serum was completely reyersed by the 

1 5 addition of anti-TGF-beta antibody (1 0 jig/ml), indicating that this heparin effect 
was also mediated by TGF-beta-like actiyity. Although heparin preyented the 
loss of smooth muscle-specific myosin hea\'y chain from primary VSMC in the 
presence of serum, it did not promote its reexpression, Moreoyer, heparin did 
not promote reexpression of SM-MHC in subcultured cells that exhibit yery low 

20 leyels of this protein. Thus, the effects of heparin and TGF-beta on the 
expression of SM-MHC in primary VSMC are similar. 

EXAMPLES 
Comparison of Enzvme-Oispersed and 
Explant-Derived Human VSMC 

25 MatgrialS, Collagenase (C-01 30), elastase (E-0258), anti-rabbit IgG 

peroxidase-conjugaied antibody, the chromogenic substrate 
orthophcnylenediamine. and suepiqmycin sulfate were obtained from Sigma. 
Tamoxifen (free base) was purchased from Aldrich. Dulbecco's nrMxiified Eagle's 
Medium (D-MEM) and medium M 1 99 were purchased from Flow Laboratories. 

30 6-[ H|-ihymidinc and the cell prolifcraiion kit were obtained from Amcrsham 
Imcmaiional, Anu-TGF-beia antibodies (B DA 19 and BDA47) were purchased 
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from R&D Systems. EGF, PDGF-AA and PDGF-BB were obtained from 
Bachem, and were dissolved in filter-sterilized 25 mM Tris-HCl, pH 7.5, 
containing 1% fatty acid-free bovine serum albumin (BSA). Basic fibroblast 
growth factor and insulin-like growth factor 1 (N*mer) were obtained from 
5 Bachem and dissolved in sterile MilliQ water. Antiotensin 11 and endothelin 1 
were obtained from Sigma and dissolved in sterile MilliQ water. TGF-beta 
(0.5 ^g, lyophilized solid) was purchased from Peninsula, dissolved in 5 mM 
HCl to yield a 5 ^ig/ml stock, and diluted with PBS + 0.2% BSA. 

Human aortic VSMC cultures. Adult hxmian VSMC were obtained from 

10 6 transplant donors (either sex, age range from 3 to 54 years) usmg the enzyme 
dispersal or explant technique. In one case, the same donor (a 24 year old male) 
was used to establish both an enzyme-dispersed (ED) and explant-derived (EX) 
cell culture. Prior to enzyme-dispersion or explanting treatment, human aortas 
were obtained within 1 8 hours of death. The endothelium layer was removed 

1 5 with a scalpel blade and strips of smooth muscle cells (tunica media) were 
removed with forceps and chopped into small pieces (1 nun^. 

ED Cultures. The aortic pieces were washed once with serum-free Hanks 
Balanced Salt Solution, then enzyme-dispersed with collagenase and elastase, as 
described in Example 1 . The cells were plated at an initial density of 1.5 x 10^ 

20 cells/cm^ and incubated in a himiidified atmosphere at 37*^0 in 5% CO2 in air. 
The cells were subcultured every 6-7 days (at stationary phase) by releasing 
them with urypsin/EDTA and diluting them 1 : 1.5 in D-MEM + 10% FCS. 
Subcultured ED cells were cultured with D-MEM + 20% FCS 24 h after platmg, 
and thereafter at 48 hour intervals. 

25 EX Cultures. The aortic pieces were washed once with D-MEM + 10% 

FCS, resuspended in a small volume of fresh D-MEM + 10% FCS, and 
traesferred to culture flasks or Petri dishes. The pieces were allowed to sediment 
onto the plastic and were evenly distributed (« 4 pieces/cm^). Cells started to 
grow out from the explants after 3-7 days in culture. The aortic pieces were 

30 removed during the third week in culture, and the cells adhering to the plastic 
were allowed to grow to confluence for a further week. The cells were then 
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subcultured every 4-5 days by releasing them with trypsin/EDTA and diluting 
them 1:2 in D-MEM + 10% FCS. Subcultured cells were incubated with fresh 
D-MEM + 20% FCS as described for ED cultures. 

ED and EX subcultures were used betvi'een passage 5-20. 
5 Cell counting, DNA synthesis assays and assays for total and active TGF- 

beta were performed as described in Examples 1 and 8, 

10 ED and EX cultures prepared from the aorta of a single individual 

displayed distinct morphologies and growth characteristics. The EX culture 
proliferated much more rapidly than the ED culture. After 6 weeks of 
subculturing the ED and EX culture whenever confluence was attained, the total 
yield of cells was 4 fold higher per gram wet weight of aorta in the EX culture 

1 5 than the ED culture. The ED culture had a longer population doubling time in 
D-MEM + 20% FCS (71±5 hours) than the EX culture (35±2 hours). 

The VSMC in the EX culture were spindle-sh2^>ed and grew to 
confluence with a characteristic "hills and valleys" pattern at confluence. The 
EX culture VSMC reached stationary phase at a high saturation density (2.0 - 4.0 

20 X 1 0* cells/cm^. In contrast, the VSMC in the ED culture had a stellate 
morphology with numerous long cytoplasmic projections. They reached 
stationary phase at a low saturation density (0.7 • 2.0 x 10^ cells/cm^ without 
reaching monolayer coverage of the substrate. The VSMC in the ED culture 
contained high levels of both SM-MHC and a-actm, while the VSMC in the EX 

25 culture contained much lower levels of both of these protein markers. 

The longer population doubling time of human ED cultures compared to 
ED^cultures from the rat aorta is due to autocrine production of active TGF-beta. 
These human ED cultures produced 1 5J2^ 1 .6 ng/ml total TGF-beta protein, of 
which 64±12% was in the active form. In conu^ the human EX cultures did 

30 not produce detectable amounts of TGF-beta. Medium conditioned for 48 hours 
n EX cuinires during exponential growth contained <1 ng/ml total TGF-beta. 
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When TGF-beta production was compared using ED and EX cultur^ obtained 
froin the same donor, the ED culture produced 8.5 ng/ml totalTGF-beta, of 
which 57% was in the active form. The corresponding EX culture produced <1 
ng/ml total TGF-beta proteia 
5 Exogenous TGF-beta (10 ng/ml) was added to EX cultures 24 hours after 

subculturing and cell number was determined at 24 hour intervals. After 
96 hours in the presence of exogenous TGF-beta, the increase in cell number was 
inhibited by 34±2%. The population doubling time of the EX cultures increased 
from 32±1 hour to 42db3 hours in the presence of exogenous TGF-beta, 

1 0 Because the addition of exogenous TGF-beta extended the population 

doubling time of EX cultures by less than 12 hours, TGF-beta activity alone 
cannot account for the difference in population doubling time between the ED 
and EX cultures. Therefore, the fraction of cells that entered DNA synthesis in a 
6 day period was compared using bromodeoxyuridine incorporation with a cell 

1 5 proliferation kit The proportion of EX culture nuclei demonstrating 

bromodeoxyuridine incoiporation after a 6 day pulse was 86±4%, but for ED 
culture cells was 48±4%. Therefore, the population doubling time of ED 
cultures was further increased over that of EX cultures, because less of the ED 
cells than the EX cells were cycling in the presence of D-MEM + 20% FCS, 

20 Tamoxifen (TMX) uihibits proliferation of rat ED VSMC by inducing 

TGF-beta production with a half-maximal inhibition of proliferation at 2-5 ^M 
TMX. Because himian ED cultures aheady produce autocrine TGF-beta, the 
addition of TMX would not be expected to reduce the rate of VSMC 
proliferation fiirther. To confirm this prediction, various concentrations of TMX 

25 (1 nM to 100 jiM) or ethanol vehicle only (20 ppm to 0.2%) were added to the 
human VSMC for 96 hours, and the cell number was determined by cell 
coUnUng. Concentrations of TMX >33 ^M caused cell death, but concentrations 
below 10 \iM did not affect the rale of proliferation. 

EX cultures of human VSMC did not produce autocrine TGF-beta so 

30 TMX would be predicted to inhibit VSMC prolifcraiion. Concentrations of > 
33 mM TMX caused cell death in human EX cultures, as observ ed u-iih human 
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ED cultures. The half-maximal inhibitory dose for EX cultures was 30-100 nM 
TMX. At 5 TMX, the increase in cell number in human EX cultures was 
inhibited 33±8%. 

To confirm these observations^ quiescent EX cultures were restimulated 
5 - and cultured for 96 hours in D-MEM + 20% FCS containing TMX (0.5 jiM) in 
the presence or absence of anti-TGF-beta antibody (25 jig/ml). The increase in 
cell number in the presence of TMX alone was inhibited by 27^:2%, as compared 
to control cells incubated with ethanol vehicle alone. The presence of anti-TGF- 
beta antibody completely reversed the inhibition of proliferation due to TMX. 

10 . ELISA assays for TGF-beta confirmed that medium conditioned on human EX 
cultures in the presence of 5 ^M TMX contained 6.0^2.0 ng/ml total TGF-beta 
protein, of which 5 5±5% was activated. 

The effect of t^arin on proliferation of human ED and EX cultures was 
examined. Heparin IC86-1771, known to inhibit proliferation of rat ED VSMC 

15 by releasing a TGF-beta-like activity from serum, partially inhibited the 

proliferation of human EX cultures, but not ED cultures. At 1 00 fig/ml and at 
48 hours after addition, heparin inhibited the increase in cell number in EX 
cultures by 51:bl0%; at 96 hours after addition, by 71±15%. In ED cultures at 
96 hours after addition of 100 ^g/ml heparin, the increase in cell number was 

20 inhibited by 8±5%. Anti-TGF-beta antibody did not abolish the ability of 
heparin to inhibit the proliferation of human EX cultured VSMC. Therefore, 
human EX VSMC may release more TGF-beta from 20% FCS than could be 
neutralized by added antibody, or heparin affected TGF-beta DNA synthesis as 
well as TGF-beta activation at the heparin concentrations tested. 

25 The effect of mitogens on the entT>' of ED and EX cells into DNA 

synthesis was examined. Quiescent ED and EX VSMC were restimulated with 
either 20% FCS or 100 ng/ml PDGF-BB in D-MEM. and entry into DNA 
5>'nthesis was monitored during successive B hour pulses using [^Hjthymidine. 
EX cells entered DNA s>T)thesis in response to both mitogenic stimuh' more 

30 rapidly than ED cells. The EX cells reached peak rate of DNA S}'nthesis in 
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response to FCS 16-24 hours after stimulation. The ED cells reachai peak rate 
of DNA synthesis 24-32 hours after mitogenic stimulation. * 

Quiescent EX cells were then exposed to various mitogens, and 
stimulation of DNA synthesis was determined by incorporation of [^H]thymidine 
5 1 6-32 hours after stimulation. DNA synthesis was stimulated by 20% FCS by 
S.Qirl.S fold, compared to control cells that remained in serum-firee D-MEM 
throughout PDGF-BB and PDGF-AA caused a ^ 3.0 fold stimulation of DNA 
synthesis. Insulin-like growth factor (lGF-1; 25 ng/ml) provided a 1 2 fold 
stimulation. However, epidermal growth fector (EGF; 100 ng/ml), basic 
fibroblast growth factor (bPGF; 100 ng/ml), TGF-beta (10 ng/ml), angiotensin II 
(All; 100 nM) and endothelin-1 (ET-1; 100 nM) did not significantly stimulate 
DNA synthesis. 

Quiescent ED cells were exposed to various mitogens, and stimulation of 
DNA synthesis was determined by pHjthymidine incoiporation 16-40 hours 
after stimulation. DNA synthesis was stimulated by 20% FCS by 25±6 fold, 
compared to control cells that remained in serum-free D-MEM throughout 
PDGF-BB stimulated »3.0 fold, but PDGF-AA stimulated only 2.0 fold. The 
latter response was also variable (1 of 3 cultures did not respond to PDGF-AA), 
in contrast to the stimulation of EX VSMC. IGF-1 and EGF stimulated DNA 
synthesis 13 fold, and bFGF, TGF-beta, All and ET-1 did not stimulate DNA 
synthesis. 


Apo(a) micg. Human apo(a) has been expressed in transgenic mice 
(Natwre 3$Q:670-72,1992)> a species that nomially lacks apo(a). These mice 
were used to study whether inhibition of TGF-beta activation, resulting in 
enhanced VSMC proliferation, represents a key-step in atherogenesis. 

Apo(a) transgenic mice, when fed a lipid-rich diet, develop vascular 
lesions similar to the fany streak lesions in early human atherosclerosis. 
Immunoperoxidase labeling showed that apo(a) accumulated in the vessel w:all at 
strongly staining focal regions in the luminal surface of the vessel. This 


EXAMPLE 4 


TGF-beta and Transgenic apofa> Mice 
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phenomenon was studied using the more sensitive technique of 
immunofluorescence labeling. 

Briefly, transgenic apo(3) mice, confirmed for the presence of the apo(a) 
gene by Southern blotting, and normal litter mates were obtained by continued 
5 crossing of transgenic mice with C57/B 1 6 x SJL hybrids. The heart and attached 
aorta were dissected out, immediately frozen in liquid nitrogen, embedded, and 
6 ^m frozen sections were prepared. The sections were fixed in ice-cold acetone 
for 90 seconds and stored at -ZO'^C until used. All fluorescent labeling 
/procedures were performed at 4*'C. For apo(a) immunolabeling, sections were 

1 0 incubated with 3% BSA in Tiis-buffered saline (TBS) for 30 minutes, then witb 
sheep anti-human Lp(a) antibody that had been^sorbed against human 
plasminogen diluted 1:1000 in TBS containing 3% BSA. The anti-human Lp(a) 
antibody had no detectable cross-reactivity Math mouse plasminogen. The bound 
primary antibody was detected using fluorescein-conjugated rabbit anti-sheep 

1 5 IgG diluted 1 :80 in TBS containing 3% BSA, and visualized by fluorescence 
microscopy at 400x magnification (Xexc=440nm; Xem^^SlOnm); 
photomicrogrs^hs were taken with 5 second exposures (ASA 1600). The tissue 
sections were indistinguishable whether the mice were fed a normal diet 
(Techlad, Madison, Wisconsin; 4% mouse/rat chow) or a lipid-rich diet 

20 containing 1 .25% cholesterol, 7.5% saturated fat as cocoa butter. 7.5% casein 
and 0.5% sodium chelate. 

Immunofluorescence labeling for apo(a) showed strongly labeled foci of 
.: .apo(a) in the luminal surface of the aortic wall, but apo(a) was also labeled at a 
substantially lower intensity throughout the media of the vessel. No apo(a) 

25 . labeling was detected in the aortic sections from the normal liner mate mice. 
v.The serum concentration of apo(a) in the transgenic mice was 3.&:I.2 rag/dl. 

Aiialysis of human arteries and of mice injected- with radiolabeled apo(a) showed 
""that plasma-derived apo(a) penetrates the vessel u-all. In situ hybridization 
suggested that little, if any. apo(a) in the vessel wall of the apo(a) mice was 

30 derived from local svnihesis. 
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Total and activated plasminogen. Activation of plasminogen in the aortic 
wall- was assayed using the specific inhibitor, a2-antipiasmin (c£2-APX \^ch 
fonns a stable covalent conjugate with active plasmin, but does not bind 
covalently to plasminogen, apo(a) or other proteins in the vessel wall. Briefly, 
5 a2-AP (Sigma) was labeled ^vith either fluorescein isothiocyanate (Sigma) or 
trimethylrhodamine isothiocyanate fExperimentia 1£:430, 1 960), and separated 
fiom unincorporated label by two gel filtrations on Sephadex G25. 

For detennination of activated plasminogen, sections were incubated for 
16 hours with et2-AP-FITC (1 fig/ml) and washed. For detennination of total 
10 plasminogen, the sections were incubated with a2-AP-FITC, as siove, washed 
thoroughly in TBS containing 02% Nonidet-P40 (NP-40) and 300 mM NaCl 
(wash buffer), and then incubated with 1 mg/ml recombinant human tissue 
plasminogen activator (rTPA) in TBS for 3 hours to activate the plasminogen. 
The sections were washed, incubated for 16 hours with a2-AP-TRITC (1 jig/ml), 
1 5 then washed thoroughly in wash buffer, followed by TBS. Bound labeled a2*AP 
^ was visualized by fluorescence microscopy at 400x magnification (Jlexc=44Qnm; 
Xem=510nm for FITC label; Xexc=490mn; Xem=580nm for TRTTC label). The 
low level of background autofluorescence from the acetone-fixed sections was 
subtracted for each section from the fluorescence of the label. There were no 
20 significant differences in the autofluorescence intensity either between sections 
from the same mouse aorta, or between normal litter mate aortic sections and 
those fixjm transgenic apo(a) mice. Photomicrographs of bound a2-AP-FITC to 
detect active plasmin were exposed for 10 seconds, and of bound ot2-AP-TRITC 
to detect plasminogen were exposed for 1 second ( 1 600 ASA). 
25 Quantitation of fluorescence. A Magiscan image analysis system (Joyce- 

Loebl) with extended linear range T\' camera (Photonic Science) attached to a 
Nil(pn Diaphor inverted fluorescence microscoi>e was used to quantitate the 
fluorescence. The gain control on the phoiomultiplicr was set so that the average 
pixel value over the area of the vessel wall was between 2-5% of full scale. For 
30 each section, four fields of aortic wall were selected randomly under phase 
contrast (400x magniftcaiion). and separate fluorescence images were captured 
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using filters for fluorescein and trimethylrfiodamine. For TGF-beta and 
plasminogen/plasmin, the average pixel value for the fluorescfcnce intensity over 
the whole area of the vessel media was calculated, and the mean for the four 
sections from each mouse (i.e., 16 fields of view) was computed. For 

5 osteopontin, the vessel media was only partly labeled, and only pixels with 
intensity values >5% of fiill scale were included in the calculation of average 
pixel value. The number of pixels (x lO"^) above the direshold is shown as the 
area labeled for osteopontin. 

The IX2-AP-FITC was detected in aortic sections of both the normal and 

1 0 apo(a) mice, predominantly associated with the elastic laminae of the vessels. 
Quantitation of the fluorescent label showed approximately 3 fold less active 
plasmin in the vessel wall of the ^(a) mice than in the normal mice, regardless 
of whether the mice had been fed a lipid-rich or normal diet, as shown in 
Table 1. 

15 TABLE 1 



Normal Mice 

Transgenic apo(a) Mice 


Normal Diet 

Lipid-Rich 

Normal Diet 

Lipid-Rich 

TGF-P 





Total 

112±7 

95 ±12 

I15±l 

109±6 

% Active 

90±6 

90±5 

36 ±3* 

46±8* 

Plasminogen 





Total 

702 ±47 

748 ±95 

789 ±121 

688 ±133 

% Active 

6.3 ± 1.3 

6.1 ±0.6 

1.7 ±0.7* 

1.9 ±1.2* 

Osteopontin 





Total 

1.4 ±0.8 

0.4 ± 0.1 

32.3 ±4.4* 

12.6 ± 2.1 

Area: 

0.7 ±0.9 

1.2±1.6 

80.3 ± 0.0* 

103 ±31.7*- 


* p <0.05 for apo(a) mice compared with normal litier male mice 
30 + p <0.05 for apo(a) mice on a lipid-rich diet compared with apo(a) 

mice on a normal diet (Siudenl's unpaired l-tesl) 
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Control experiments demonstrated that the a2-AP-FITC bound only to active 
plasmin in the sections. No fluorescence was detected in aortic sections that 
were incubated with a2-AP-FITC in the presence of a large excess (1 mU) of 
exogenous active plasmin. Aortic sections were also incubated with a2-AP> 
S FITC after treatment with the plasmin inhibitor, aprotinin (100 ^g/ml)» and no 
fluorescence was detected, demonstrating that there was no interaction of the 
label with the sections in the ^sence of active plasmin. 

To assay for plasminogen, active plasmin was first labeled with a2-AP- 
FITC, as described above, then the same sections were treated with rTP A to 

10 activate the pia^mnogen. The sections were relabeled for active plasminogen 
using a2-AP-TRITC. When the rt-PA was omitted, no further staining for active 
plasmin with a2-AP-TRITC was observed. Quantitation of the two fluorescent 
labels of active plasmin before and after activation of the plasminogen provides a 
measure of the total amount of plasminogen and of the proportion of 

IS plasminogen that was already activated in the sections (see Table 1). There was 
no significant difference in the total amoimts of plasminogen in the sections from 
the apo(a) mice and normal mice. In the normal mice, ^6% of the plasminogen 
was activated to plasmin, compared with only 2% in the apo(a) transgenic mice* 
Thus, apo(a) inhibits plasminogen activation. 

20 TGF-beta. To determine whether the low plasmin concentration in the 

aortic wall of the apo(a) mice resulted in reduced activation of TGF-beta, 
immunofluorescent labels were used to quantitate active TGF-beta and total 
TGF-beta (active + latent). Briefly, sections prepared as described above were 
labeled for total TGF-beta for 2 hours with 25 pg/ml of BDA47 (R&D Systems), 

25 a rabbit polyclonal antiseivm to TGF-beta that detects isoforms 1 and 3 with 
equal sensitixity, but does not distinguish between latent and active TGF-beta. 
Th't sections were washed 3 times in TBS, and incubated with goal anti-rabbit 
IgG (Sigma: 1 :50 dilution) conjugated with TRITC. Both antibodies were 
diluted in TBS containing 3% BSA. The same section was then washed 3 limes 

30 in TBS and labeled for active TGF-beta with R2X (TGF-beta type 11 receptor 
extracellular domain, which recognizes the active form of isoforms I and 3 only) 
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that was conjugated with FITC, as described above. Sections were mcubated for 
16 hours, then washed 3 times in PBS. Bound label was visualized by 
fluorescence microscopy, as described above. Photomicrograph exposures were 
5 seconds (1600 ASA). To calibrate the fluorescence intensities of the two 

5 labels, a solution containing various proportions of active TGF-beta (6 ng/ml of 
total TGFrieta) was spotted on gelatin-polylysine-coated slides and allowed to 
dty at room temperature. The protein spots were labeled for total and active 
TGF-beta, as described for the aortic sections, and the fluorescence intensity 
ratios (TRTTC/FITC) were determined. False color images of the proportion of 

10 TGF-Beta in the active form were computed fiom tl^ fluorescence ratios of the 
aortic sections usir^ the calibration. 

TGF-beta was present throughout the aortic media, predominantly 
associated with the elastic laminae in both the normal and apo(a) mice. No 
fluorescent label was bound to the sections when the primary anti-TGF-beta 

1 5 antibody was omitted. Quantitation of the fluorescent label showed no 

significant dififercnce in the total amount of TGF-beta present in the aortic wall 
of normal and apo(a) mice (see Table 1). 

Active TGF-beta was assayed using a truncated extracellular domain of 
the type II TGF*beta receptor fused to glutathione*S-transferase (R2X) that had 

20 been FITC labeled. This label was detected in sections from both normal and 
apo(a) mice in association with the elastic laminae. In the presence of 100 
mg/ml recombinant active TGF-beta- 1, the binding of R2X-FITC to the sections 
was completely blocked. In addition, glutathione-S-transferase labeled with 
FITC did not detectably bind to aortic sections firom either normal or apo(a) 

25 mice. . 

The TGF-beta present in the aortic wall from apo(a) mice was 
significantly less active than the TGF-beta in the aortic wall from normal mice, 
irrespective of whether the mice had been fed a lipid-rich diet or normal diet (see 
Table 1). Thus. TGF-beta activation in the aortic wall is significantly inhibited 
30 by the presence of apo{a). Moreover, activation of TGF-beta is most strongly 
inhibited at the sites of highest apo(a) accumulation. Therefore, changes in the 
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vessel wall that are a consequence of reduced TGF-beta activity will occur 
preferentially at the sites of focal apo(a) accumulation, but will not be dependent 
on the accumulation of lipid. 

The mouse serum was also assayed for inhibition of TGF-beta activation 
5 by apo(a), using ELISAs for total and active TGF-beta (see Example 8). The 
total TGF-beta in the serum of apa(a) mice was 14.4i4.7 ng/ml; in normal mice 
it was 14.2±3.5 ng/ml. However, the proportion of total TGF-beta that was 
active in the senmi of apo(a) mice was 34±19%, compared with 92±12% active 
TGF-beta in the serum of normal mice. 

IG Qsteopontin. Aortic se^ons w^ assayed fbr 

activated smooth muscle cells. Qsteopontin was detected by incubating sections 
with monoclonal antibody MPIIIBIO, (National Institute of Health 
Developmental Studies Hybridoma Bank) at 10 ^g/ml in TBS containing 3% 
BSA for 1 6 hours. The sections were washed 3 times in TBS, and bound 

1 5 antibody was detected using goat anti-mouse IgG conjugated to fluorescein 
(Sigma F-2012; 1:50 dilution; 2 hours). Photomicrographs were obtained with 
2.5 sec exposure time (ASA 1600). 

Fluorescent labeling of osteopontin was detected in the aortic sections 
from apo(a) mice on either a Hpid-rich or normal diet. Although a small increase 

20 in labeling for osteopontin was detected throughout the media of the aortae fiom 
transgenic apo(a) mice, very high levels of osteopontin labeling were co- 
localized with regions of focal apo(a) accumulation and very low TGF-beta 
activation. Treatment of apo(a) mice with bromodeoxyuridine for 24 hours 
before sacrifice showed no significant mitotic activity in the aortic media. Thus, 

25 in the absence of physical injury, replication rates in atheromatous plaques are 
low. reflecting the slow growth of the lesions. Areas of aortic sections from 
noiinal mice that showed high proponions of active TGF-beta did not show 
detectable labeling for osteopontin. The total intensity and area of osteopontin 
labeling in the normal mouse sections were also ver>' low compared with the 

30 apo(a) mouse sections. Therefore, the presence of apo(a) induces osteopontin 
expression in VSMC in the aortic wall, similar to the changes that occur during 
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the development of vascular lesions, regardless of whether the mice are fed a 
lipid-rich or nonnal dieL Accumulation of lipid into the vessel wall xmder 
conditions where circulatuig lipid is elevated may be a consequence, rather than 
a cause, of the changes in VSMC activation marked by the expression of 
5 osteopontin. Previous studies have shown that activated VSMC in culture 
accumulate about 20 fold more lipid than contractile VSMC. 

The results of these experiments link apo(a) to the inhibition of 
plasminogen and latent TGF-beta activation. The inhibition of TGF-beta 
activation likely contributes to the subsequent development of fatty lesions when 
10 apo(a) containing subjects (mice or hmnan) arc subject to a lipid-rich diet 

EXAMPLES 
Tamoxifen Inhibits Migration and 
Lipid Uptake in VSMC m vitro and in Transgenic Mice 
Cgll CTlt^ifgi Rat aortic VSMCs from 12-20 week old Wistar male rats 
15 were prepared by exaym^ dispersion, as described in Example 1 . The cultured 
cells were confinned as >99% SMC by staining for SM-MHC, and proliferated 
with a cell cycle time of 36 h. Cells were passaged as described in Example 1, 
and were used either in primary culture or between passages 6-12. 

Human aortic SMC from donors of either sex, aged 15-60, were prepared 
20 by explanting 1 mm^ of medial tissue, as described in Example 3. 

Migration, Migration was assayed using SMC grown to confluence on 
glass coverslips. A defined injury is performed on the confluent layer of cells, 
which are allowed to recover in D-MEM + 10% PCS for 24 hours. 
Bromodeoxyuridine (10 nM) is added between 1 8-24 hours, to label 
25 proliferating cells. Cells migrating past the boundary of the wound edge at 
24 hours are detected by propidium iodide (PI) staining of the cell nuclei 
(5QD nM PI in PBS + 0,5% NP-40 for 30 min at room temperature). Cells thai 
s>'nihesized DNA were detected by antibody staining for bromodeoxjairidine 
using fluorescein-conjugated anti-bromodeoxyuridine antibodies. Migrating and 
30 proliferating cells in each field of view were simultaneously counted by image 
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analysis of the Aodamine emission horn PI and fluorescein emission from 
bromodeoxyuridine. . 

Lipid uptake. Cells in 24 well plastic dishes were mcubated with serum- 
free D-MEM for 24 hours or 1 hour at ST'^C, then washed in PBS + 1% BSA at 
5 4 '^C on ice for 30 minutes. Cells were incubated with '"I-Iabeled LDL at 
various concentrations for 3 hours in the presence or absence of cold competitor 
LDL. The cells were washed six times with ice-cold PBS, lysed in 0.1 M NaOH 
or 0. 1 % SDS, and cell-associated coimts of LDL were detemiined by gamma 
counting. 

Apof alf transgenic mice, Apo(a) [human SOO kD isoform] was expressed 
from the transfenrin promoter in C57/B1 6 x SJL Fl cross mice. Mice were 
sacrificed at 24 weeks of age after 12 weeks on a lipid-rich or normal diet. 
Heart/lung/aortae frozen blocks were prepared, and 6 ^m frozen sections 
prepared on gelatin-coated slides. Sections were either fixed in acetone for 
90 seconds (for quantitative immunofluorescence; QIF) or in formaldehyde 
vapor for 18 hours (for histology). Sections were stored at -20**C until analyzed. 

Histologv. Sections were stain^ with trichrome stain or 
hematoxylin/eosin or oil red 0/light green for lipid accumulation. Slides fixed in 
paraformaldehyde were rehydrated, incubated for 18 minutes in fresh oil red O, 
rinsed, and then incubated 1-2 minutes in fresh light green SF yellowish. The 
slides were then dehydrated* mounted, and the quantity and position of lipid 
deposition was analyzed by image analysis. 

Quantitative immunofluorescence fOTF>, Sections fixed in acetone were 
rrfiydrated in TBS + 3% BSA for 30 minutes. The sections were incubated with 
primaiy antibody (anti-apo(a) inmnmosorbed on plasminogen, from Immtmex* 
1 : 1000 dilution; anti-total TGF-beta BDA47, from R&D Systems, 1 :200 
dilittion; MBPIIIBIO, anti-osteopontin antibody, from NIHDSHB, 1:200 
dilution) in TBS + 3% BSA, Sections were washed 3x3 minutes in PBS, then 
incubated with fluorcsccnl-labeled second antibody for 2 hours. After washing 3 
x 3 minutes and mounting, bound fluorescence was quantitated by image 
analysis. Two markers could be examined on the same section using fluorescein 


wo 96/40098 


PCT/US96/10211 


67 

and rhodamine as distinct fluorescent labels with difTerent excitation and 
emission characteristics. 

Active TGF-beta was localized and quantitated following incubation of 
slides with fluorescent-labeled extracellular matrix domain of the TGF-beta type 
5 II receptor (R2X), expressed in K coli as a glutathione-S-transferase fusion 
protein. / 

Resul^s> When confluent cells were injured in the presence of serum, 
many cells migrated into the wound area within 24 hours. Proliferation was also 
stimulated under these conditions (7% of cells entered DNA synthesis^ compared 

10 with 3% in an luiinjur&d, control confluent culture). The addition of TGF-i^^-i 
(10 ng/ml)'Or tamoxifen (TMX; 10 iiM) to rat cells at the time of wounding 
substantially inhibited migration (^qpproximately 90% less cells crossed the 
boundary of the wound), consistent with previous data that demonstrated that 
TGF-beta inhibited SMC migration in Boyden Chamber assays. The inhibition 

15 of migration by TMX was reversed (>90%) by a neutralizing antibody to TGF- 
beta-1 (25 jig/ml). 

In contrast, TGF*beta and TMX did not significantly inhibit the entry 
into DNA synthesis ^t was stimulated upon wounding. This observation is 
consistent with previous data that showed that TGF*beta and TMX slow SMC 

20 proliferation by extending the cell cycle in the G2 phase, rather than by inhibiting 
or slowing entry into DNA synthesis. 

These data agree with previous work that showed that apo(a) inhibits 
TGF-beta activation in culture, thereby promoting SMC migration. As described 
in Example 4, apo(a) stimulated VSMC proliferation. Apo(a) is associated with 

25 atherogenesis in man and in apo(a) transgenic mice. When apo(a) accumulates 
in conjunction with reduced levels of active TGF-beta, both migration and 
pro}iferation will increase. TMX, which stimulates formation of active TGF- 
beta. should ameliorate atherogenesis, regardless of whether migration or 
proliferation (or both) play key roles in pathogenesis. 

30 In adult rat aorta SMC. LDL accumulation is very low, both in freshly 

dispersed cell preparations and in primary and secondary cultures. This 
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phenomenon is due to very low levels of LDL receptors (200-400 receptors/cell), 
irrespective of whether the cells were exposed to lipoproteins.- 

In contrast, intimal SMC derived firom rats 14 days after balloon faijury to 
the carotid artery have a greater («5 fold) uptake of LDL, due to increased LDL 
5 receptor numbers (1500-2000 receptors/cell). When intimal cells or neonatal 
cells (displaying very similar properties) are treated with 1 0 ng/ml TGF-beta for 
48 hours, these cells modulate, apparently irreversibly, to the adult phenolype. 
This phenotypic modulation is accompanied by a down-regulation of LDL 
receptors (»800 receptors/cell), with a reduction of LDL uptake of >80%. The 
10 presence of TGF^beia may therefore reduce lipid accumulation by SMC. 

The data obtained with ^o(a) transgenic mice are consistent with this 
prediction. In these mice, apo(a) is accumulated at high levels at the intimal 
surface of the aorta. TGF-beta activation is strongly down-regulated from >80% 
in control aortas to <20% in apo(a) aortas. Lipid accumulation occurred at these 
1 5 sites in transgenic mice that were fed a lipid-rich diet and had elevated 
circulating LDL levels. Thus, reduced TGF-beta activity correlates with 
increased SMC accumulation of LDL fiom the circulation. TMX, which is 
capable of elevating TGF-beta in vivo, may inhibit lipid accumulation in vivo. 

EXAMPLE 6 

20 Effect of Idoxifcne on Cultiirpd Human VSMr< 

Cultures of human VSMCs were prepared either by enzyme-dispersal 
using collagenase and elastase or using the explant technique m which cells 
migrate out from pieces of aorta (about 1 nun') and proliferate, essentially as 
described in Example 3. Both enzyme-dispersed (ED) and explant-derived (EX) 

25 cultures were prepared from the aortae of two individuals, and either EX or ED 
cultures were prepared from eight additional donors. The two types of cultures 
have distinct morphologies and growth characierisiics. The EX cultures 
proliferated much more rapidly than the ED cultures. After sbc weeks of 
culiuring both types of cultures whenever confluence %\'as attained, the total yield 

30 of cells was approximately 4 fold higher per gram wet weight of aorta in the EX 
cultures than the ED cultures. Consistent with this observation, the ED cultures 
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had a longer population doubling time in DMEM + 20% FCS (68 ±' 2 hours; 
n=6) than the EX cultures (35 ± 2 hours; n=6), p<0.00l . 

Idoxifene (IDX) is an analog of TMX which has been reported to haw 
enhanced anti-tumor activity (Chandler et al., Cancer Res., 51, 5851 (1991); 
5 McCague et al., Qrmi^ Pyepar^tigp ^ Ptot, Im„ 26, 343 (1 994)). The reduced 
side-effects of IDX compared with TMX and other TMX-related anab 
prompted the selection of IDX for comparison with TMX. IDX at 5 jiM 
inhibited increase in cell number by 30% and 28% (two EX cultures tested) 
compared to control, while cell growth in the presence of 5 ^M IDX and the 
10 neutralizing antibodyjo TGErp-(254ig/ml) was 95i6% and 92±G% of coativi. 
: - In sunomary, both TMX and IDX inhibited cell growth of EX-derived, but not 
ED-derived, hVSMCs to a sunilar extent (ED^o^S, 1 0 and 1 OOnM; n=3 
''^'i^ experiments) and this effect was reversible with the neutralizing antibody to 

J TGF-p. 

1 5 Despite the increasing use of animal models for vascular diseases, such 

C\ as transgenic mice and balloon-induced injury models, cell culture models of 

• pi 

^ human VSMCs remain important tools because of species-to-species variation. 

Q One problem associated with human cell culture models is the potential for 

variability in properties between individuals due to gender and age, as well as 
% 20 genetic and environmental differences. In this study, it was demonstrated that 

M' properties of VSMC cultures derived from ten different donors were veiy 

similar. The rate ofproliferation, degree ofdifferentiation indicated by 
expression of the contacile proteins SM-a-actin and SM-MHC and response to 
growth factors of the smooth muscle cells were not influenced by the age or sex 
25 or genetic differences between the individuals. 

By contrast, the method of establishing the VSMC culture had marked 
effects on the properties of the cells. VSMCs derived by the explant technique 
had a spindle shaped morpholog}'. proliferated rapidly (doubling time of about 
35 hours) and lost expression of the contractile protein SM-a-actin and SM- 
30 MHC in culture. VSMCs derived from the same individual by the enzvme- 
dispersal technique were larger, with stellate morphology, proliferated more 
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slowly (doubling time of about 68 hours) and retained high levels of expression 
of the contractile proteins SM*a-actin and SM-MHC throughout many (>20) 
passages in culture. It is therefore important when comparing cell culture studies 
of human VSMCs to take into account the method used to establish the cultures. 
5 TTie mechanisms which underlie the differences between the two types of 

human VSMC culture were investigated. All of the differences investigated the 
potential role of TGF-p result from production and activation of TGF-P by the 
ED, but not EX cultures. Addition of a neutralizing antiserum to TGF-P to ED 
cultures altered the properties of the cells so that they resembled EX cells. 

10 Gonvcrsely/addition of activeTGF-p t0"3^celisr» 

resembling ED cells. Furthermore, agents previously shown to inhibit rat VSMC 
proliferation by increasing TGF-P activity, such as TMX (Grainger ct al., 
Biochem. J.. 224, 109 (1993)) and heparin (Grainger et al., Cardiovas. Res.. 2L 
2238 (1993)), inhibited the proliferation of EX but not ED cells. 

1 5 A number of recent studies have demonstrated that reduced TGF-P 

activity is correlated with the development of atherosclerosis both in transgenic 
mouse models (Grainger et al., Nature. 370. 450 (1994)) and in man (Grainger et 
al., J. Cell. Biochem.- ISA, 267 (1994)). The mechanisms which control TGF-p 
production in the ED and EX human VSMC cultures may therefore provide 

20 important clues as to the regulation of TGF-P activity in vivo. One possibility is 
that the VSMCs in the ED and EX cultures come from sub-populations of the 
VSMCs in the vessel wall which differ in their ability to produce TGF-p. 
Evidence is accumulating for heterogeneity of VSMCs both in culture and in 
vivo and it will be informative to determine whether equivalent sub-populations 

25 exist in vivo by identifying a number of the genes x^ch are differentially 
expressed between the two types of culture. 

If a reduction of TGF-p activity plays a role in atherogenesis, then agents 
which elevate TGF-p activity* such as TMX, would be expected to reduce the 
incidence of myocardial infarction. The results described above indicate that 

30 TMX stimulates TGF-P production by human VSMC at 10-100 fold lower 
concentrations than for rat VSMCs. Since TMX was shown to dramatically 
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reduce incidence of fetal myocardial infarction in a recent study of 
1 500 women (McDopald et al., Brit. Med. J.. 2QL 435 (1 994)), it is possible that 
an increase in active TGF-P, operating in an autocrine inhibitory loop, was 
responsible for these effects. 

5 

EXAMPLE? 

Tamoxifen elevates TGF-B and suppresses diet-induced f ormation of 
linid lesions in mouse anrtae 
Treatment of Mice with TMX and Preparation of Aorric Section.<i Aduh (X.n 
10 weeks old) male~C57B 16 mice in pdups wetped thai fed ad libitum either 
normal mouse chow (ICN/Flow), or a hi^ fat diet containing 1 .25% cholesterol, 
7.5% saturated fat as cocoa butter, 7.5% casein and 0.5% sodium chelate, or high 
ij^l fat diet containing 1 5 ^g TMX per grani, or high fat diet containing I ^g TMX 

"•4 

In per gram. Water was fieely available throughout. After three months on the 

\i 15 respective diets, each mouse was re->\'eighed before sacrifice. The heart and 


in 

Q 


attached aorta were embedded in Ciyo-M-bed (Bright Instrument Co., 
Himtington, U.K.) and snap frozen in liquid nitrogen, then 4 ^m frozen sections 
were prepared as described previously (Paigen et al., Proc. Nat'L Acad. Sci„ M, 
3763 (1987); Paigen etd.,£sn££L££5« 45, 3850 (1985)). Platelet-poor plasma 
p 20 was prepared by adding blood taken at the time of death to one tenth voliune of 

3.5% w/v trisodium citrate on ice. After 1 5 minutes, the samples were spun 
(5,000 X g; 15 minutes) and the plasma supernatant retained. In the experiment 
with 4 groups of 1 5 mice, the plasma from 9 mice from each group was pooled 
for analysis of the lipid profile of each group. Separate aliquots from the 
25 remaining 6 mice in each group were stored at -20**C until assayed. 

Measurement of TGF>B in Plasma and Aortic Wall Sections The (a+l)TGF*p in 
serum or platelet-poor plasma was measured by-ELlSA as described above in 
Example 4; Active TGF-p was measured by ELISA using truncated 
extracellular domain of the type 11 TGF-p receptor (R2X). Active and 
30 (a^ 1 )TGF-p were measured in 4 jim fro/en aortic seaions by quantitative 
immunofluorescence as described above in Example 4. Active TGF-p was 
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measured using fluorescein-labeled R2X, (a+l)TGF-p was measured using 
BDAl 9 antiserum (R&D Systems). 

Analysis of Lipid Lesion Formation bv Oil Red O Stainmg For each mouse, 
5 sections separated by 80 \xm were fixed in 10% buffered foraaalin. stained with 
5 oil red O and counter stained with light green as described by Paigen et al., 
^mzm- The first and most proximal section to the heart was taken 80 ^m distal to 
the point where the aorta became rounded The area ofoil red O staining in each 
section was determined with a calibrated eyepiece, excluding lipid droplets less 
than SO \im\ and the mean lesion area per section per mouse was calculated for 
10 each mouse and each group of mice. Regions of focal lipid staining >500 ^m^ 
were defined as lipid lesions, and the number of such lesions per. section per 
mouse was determined* 

Lipoprotein Profile Analysis One ml of pooled, platelet-poor plasma fiom each 
group of mice was diluted to 4 ml with buffer A (0.15 M NaCl, 0.01% (w/v) 

1 5 sodium EDTA and 0.02% (w/v) sodium azide at pH 72) and ultraccntrifijged at 
d=l .2 1 5 g/ml for 48 hours at 4®C. 0.5 ml of the 2 ml lipoprotein fiaction 
(d<1.215 g/ml) was gel filtered through a sepharose 6B colunm by FPLC at 
room temperature. The column was eluted with buffer A at 0.4 ml/minute and 
firaclions of 02 ml were collected and analyzed for cholesterol. Cholesterol was 

20 measured by the cholesterol oxidase method (Sigma Diagnostics) by adding 5 ^1 
from each colunm fraction to 200 ^l assay reagent in an ELISA plate (Maxisorp 
plates; Gibco). The assay plate was incubated at 37°C for 1 5 minutes and 
absorbance read at 492 nm. Serum for calibration containing 200 mg/dL total 
cholesterol (Sigma Diagnostics) was used to convert absorbance readings to 

25 cholesterol concentrations according to the manufacturer's instructions. The 
positions of elution of the major lipoprotein classes in mouse platelet-poor 
pla^ under the conditions described have beea determined previously (Yokode 
ei al.. Sdmcfi, 25fi. 1 273 ( 1 990)). FracUons 1 -9 contained the veiy low density 
lipoprotein fVLDL). fractions 10 to 19 contained LDL and fractions above 20 

30 contained HDL. 
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Assays for Pl asma Triplvcerides, Cholesterol and Sex Hormones Total plasma 
triglycerides was measured by the UV end^int glycerol kinase enzymatic 
method (Sigma Diagnostics). Total plasma cholesterol was measured by the 
cholesterol oxidase method (Sigma Diagnostics) performed in ELISA plate wells 
5 as described above. 1 7-p-estradiol was measured by a specific sandwich ELISA 
assay (Cascade Biochemicals) and total testosterone plxis dihydrotestosterone by 
radio-immunoassay (Amersham International). All blood parameters (q)axt firom 
the lipoprotein profile) were performed on six individual platelet-poor plasma 
aliquots in each group of mice. 
10 Mmws^^^^ pf SM^ff-agi^n anti 05tTOMm~!n YfsWrW?llSefftiws Four ^m 

frozen sections were prepared irom the heart/aorta blocks stained with oil red O 
for lipid lesions. One section adjacent to each section stained for lipid was 
stained for smooth muscle a-actin by quantitative inmiunofluorescence except 
that the mouse monoclonal antibody to smooth muscle a-actin, A*2S47 (Sigma 

15 Chemical Co.), was used as the primary antibody at 1 :2000 dilutioiL 

Fluorescein-labeled anti-mouse IgG (Sigma Chemical Co.) was used as the 
second antibody at 1 :64 dilution. Osteopontin was measured in the next adjacent 
frozen section, using the mouse monoclonal antibody MBPIIIB 10 (NIH 
Developmental Studies Hybridoma Bank) labeled with biotin followed by 

20 fluorescein-labeled streptavidin. 
Results 

To determine the effects of TMX on TGF-p in the aortic wall and in 
circulation* an initial study was performed to establish an effective dose. Adult 
(8 week old) male CS7B16 mice (a strain of mice susceptible to lipid lesion 

25 formation on a high fat diet and uliich develop fatty streak lesions which 
resemble the early stages of atherosclerosis in man) in 3 groups were fed ad 
lib^um for 28 days on either a normal mouse chow flow fat diet), or a high fat 
chow containing 0.5% sodium cholate and 5% cholesterol (high fat diet), or high 
fat diet containing 1 5 ng'g TMX (high TMX diet). The mice on the high TMX 

30 diet received an average of 1 .1 ± 0.3 mg/kg/day of TMX. Groups of 6 mice each 
were killed ai intenals up to 28 days after staning the high TMX diet. Active 
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TGF-p and active plus acid activatable latent TGF-p [(a+l)TGF-P] in serum 
samples and in the aortic wall were detCTnined as described in Example 8. The 
(a+l)TGF-P increased detectably after 3 days reaching a maximum increase of 
2.8-fold in serum and 10-fold in the aortic wall and compared with control 
5 groups of mice on the high fet diet After 7 dsys^ (a+I )TGF-p in both the vessel 
wall and in serum declined slowly, so that by 28 days, it was elevated by 2.4-fold 
in serum and S.8-fold in the aortic wall. Active TGF-p also increased in 
response to the high TMX diet and the kinetics of the initial increases in active 
TGF-P were very similar to those for (a+l)TGF-P, reaching a maximum at 

10 7 d^s, with more thm 90% of the" ) f GF-p~in serum and in the amtic yfdll 
was in the active form at 7 days after starting the high TMX diet However, 
between 7 and 28 days, the increase in active TGF-P in both senmi and in the 
aortic wall decline more rapidly than the (a+l)TGF-P so that after 28 days» 
active TGF-P was only elevated by 1 .5-fold in serum and 2»2-fold in die aortic 

15 wall The decrease in the proportion of active TGF-P after 7 days appears to be 
due to the induction of plasminogen activator inhibitor-1 . 

In a further experiment, adult (8 week old) C57B16 mice in 3 groups of 15 
were fed on the diets described above, together with a fourth group of 1 5 mice 
fed a high fat diet contaming 1 fig/g TMX (low TMX diet). The mice on the 

20 high TMX diet received an average dose of M ± 0 J mg/kg/day of TMX on the 
low TMX diet received 0.08 ± 0.02 mg/kg/day. The remaining mice were killed 
after 3 months on the diets and the heart, lungs and aortae were embedded and 
snap-ftozen in liquid nitrogen. Platelet-poor plasma was prepared firom a 
terminal bleed. None of the mice in the 4 groups showed anatomical 

25 abnormalities, although the mice fed TMX at the high or low doses gained less 
weight during the period of the experiment than the mice on either the low fat or 
high fat diet (Table 2). The concentrations of both active and (a+1 )TGF-p in 
plasma and in the aortic wall were significantly increased by the high TMX diet 
On the low TMX diet only the active TGF-p in plasma did not ^ow a 

30 significant increase (Table 2). The effects of TMX on TGF-p after 3 months of 
the high TMX diet were significantly lower than in mice treated for 28 days. 
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Table 2 - Effects of High Fat Diet and Tamoxifen on C57B16 Mice 


Q 




Lo w Fat 

High Fat 

Low TMX 

High TMX 


TMX 

(mg/kg/day) 

- 

- 

0.08 ±0.02 

1.1 ±0J 

...... ^ 

Weight gain 
over 3 
months (g) 


9±1 

5 ±2** 

2±1*** 


(a+l)TGF-P 





10 

Plasma 
(ng/ml) 

11 ±4 

12 ±3 




Vessel Wall 
(arbitrary 
units) 

22db4 

20 ±2 



15 

TGF-p 






1 JoSUla 

(ng/ml) 

0 -T 3 

O X z 

in 4- 1 


20 

Vesse] Wall 

xmits) 

20*3 

18db4 

28±3*» 

33 ±5*** 


juwoiuiu per 

' mouse* 

n 7 4- n 1 


Z,0 ± U.o 

I.l ± U.J 

.25 

Lesion 

al Co/ 2>C^ UUU/ 

mouse (nm^ 

230 ±50 

6860 ± 1480* 

4660 ±960** 

823 ± 


np-estradiol 

\*»^ 11*1/ 

0.28 ±0.10 

0.39 ±0.14 

0.40 ±020 

0.25 ±0.08 

. 30 

Total 

Testosterone 
(nc/mt) 

16±2 

14±3 

13±5 

11±7 


Total Plasma 

Cbdesierol 

(mg/dl) 

71 ±2 

92±4» 

79±3** 

83 ±4*** 

35 

VLDL 

Cholesterol 

(mg/dl) 

4 

30 

38 

42 
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Low Fat 

High Fat 

LowTMX 

HighTMX 


LDL 

cholesterol 
(mg/dl) 

8 

33 

27 

27 

5 

HDL- 

cholesterol 

(mg/dl) 

58 

27 

11 

14 


Total 

Triglycerides 
(mg/dl) 

142 ±15 

109 ±5* 

1I1±9 

204 ±36*** 

10 _ 

_SM-Ora?tin . 
(arbitraiy 
units) 

..146±_6 

_138±_8 

_16g±_L4 

-204-±-12?** - 

15 

Osteopontin 

(arbitrary 

units) 

2±l 

46±16* 

30± 11 

5±3*** 


Serial sections from the aortic sinus region weie analyzed for lipid lesions 
using the oil red O staining protocol and sectioning strategy as described by 

20 Paigen et al*» SSJM- Small regions of luminal lipid staining were detected in 
mice on the low fat diet, but most of the vessel wall was devoid of lipid deposits 
in this group. In mice fed the high fkt diet, there was a 5-fold increase in the 
number of lipid lesions in the aortic wall but in the mice fed the TMX diets, 
there was a dose^ependent decrease in the number of lesions with a 86% 

25 decrease of diet-induced lesions on the high TMX diet (Table 2). The aortic wall 
area stained with oil red O was measured for each group of mice. Mice on the 
high fat diet had lesion areas (per section per mouse) of 6860 ± 1480 ^m^ (n-15) 
consistent with previous published results (Emerson et al^ Am. J. Path.. 142 . 
1906 (1993); Paigen et al.. Arteriosclerosis. Jfl, 316 (1990)). The high TMX diet 

30 and tow TMX diets reduced the lesion areas by 88% (n=l 5; p<0.001 ) and 32% 
(n=l 5; p<0.01) respectively (Table 2). TMX therefore causes a dose-dependent 
inhibition of diet-induced lipid lesions in CS7B16 mice. 

High or low TMX diets significantly lowered total plasma cholesterol by 
approximately 10"/b compared with mice on the high fat diet Analysis of the 
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lipoprotein profiles showed that for the mice on the low fat diet» most of the 
cholesterol was in the HDL fraction. After 3 months on the high fat diet, 
however, there was a marked increase in very low density lipoprotein (VLDL) 
cholesterol of approximately 7-fold (Table 2) and LDL cholesterol (4-fold) 
whereas the amount of cholesterol in the HDL fiaction was reduced by 
approximately 50% (Table 2). The high and low TMX diets had only small 
effects on the amount of cholesterol in VLDL or LDL, but further reduced the 
HDL cholesterol by approximately 50% (Table 2), accoimting for most of the 
overall reduction in cholesterol. In contrast to the decrease in total plasma 
cholesterol concentration caused by the high TMX diet, there was an increase in 
plasma concentration of triglyceride (Table 2). 

The high or low TMX diets did not affect the very low plasma 
concentrations of 1 7p-estradiol in the male mice (Table 2). The mean total 
testosterone concentration (assayed as testost^ne plus dihydrotestosterone) was 
not significantly altered by the TMX diets, although the range of testosterone 
concentrations was larger than in the mice on the high fat diet, suggesting that 
TMX may affect testosterone levels in individual mice. However, it is unlikely 
that changes in the levels of the primary sex hormones in response to TMX are 
responsible for the inhibition of lipid lesion formation. Medial smooth muscle 
cells m transgenic apo(a) mice which expressed osteopontin, a marker of de* 
differentiated smooth muscle cells, are the she of focal apo(a) accumulation and 
very low TGF-P activity. The accumulation of osteopontin occurred in mice on 
a low fat or high fat diets and was therefore independent of the accumulation of 
lipid at the sites of low TGF-p activity. In the C57B16 mice fed the high fat 
diet, sections adjacent to the lipid lesions identified by oil red O staining showed 
regions of high osteopontin accumulation, whereas there was almost no 
osteopontin accumulation in the aortic sections from mice on the high TMX diet. 
The typc(s) of cells in the aortic wall (e.g., VSMCs* macrophages, etc.) from 
which the osteoponun was derived, were not identified. Similar experiments in 
which the accumulation of smooth muscle a-actin was assayed showed an 
inverse pattern to that for osteopontin. There u*cre regions of low SM-a actin 
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expression in adjacent sections to lipid lesions, whereas the amount of SM-a 
actLa was increased in the sections from mice on the high TMX diet. Similar 
results to those described above for C57B 1 6 mice have been observed in the 
transgenic apo(a) mouse when these mice were fed a high fat diet That is, both 
5 the lesion areas and number of lesions for both strains of mice were reduced by 
^proximately 90%, 

This example demonstrates that TMX strongly inhibits the formation of 
lipid lesions induced by a high fat diet in a susceptible strain of mice. 
The data show that a major effect of TMX in the CS7B16 mice is to elevate 
TGF-P in aortic wall and in circulation. This is consistent with previous 
evidence that TMX increases the production of TGF-P by VSMCs and other 
types of cells in vitro and in breast tumor cells in vivo. The suppression of 
osteopontin accumulation and the increase in SM-a actin in mice treated with 
TMX is consistent with previous observations on the apo(a) transgenic mouse 
(Example 4). These mice showed large accumulations of osteopontin at sites 
where focal accumulations of high concentrations of apo(a) result in decreased 
TGF-p activity in the vessel wall. The activation of the smooth muscle cell was 
also marked by a decrease in local SM-a actin concentration and occurred in the 
mice on a low fat diet in the absence of lipid accumulation. On a high fat diet, 
lipid accumulation occurred at the sites of apo(a) accumulation and lesions 
formed in two stages: activation of the VSMCs as a result of low TGF-P activity 
and subsequently uptake of lipid by the activated cells when the mice are 
subjected to a high fat diet. Thus, the cardiovascular protective effect of TMX in 
mice may be due to elevation of TGF-P in the artery wall which prevents VSMC 
activation and consequently inhibits lipid accumulation on a high fat diet TMX 
causes an overall 2-fold increase in active TGF-P in the aortic wall in 
C57B16 mice and a similar increase in apo(a) transgenic mice would restore the 
overall TGF-p concentration to that observed in noraial littemiate mice lacking 
the apo(a) gene. This hypothesis therefore predicts that TMX would prevent lipid 
lesion formation in apo(a) mice on a high fat diet It is of interest that the 
cardiovascular protective efTecis of TMX against diet-induced lipid lesions in 
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mice reported here were obtained at doses similar to those used in breast cancer 
therapy. 

EXAMPLES 

S Determinatio n of Active and Acid Activatable TGF-p in Human Sera. 

Platelets and Plasma bv Enzvme^Linked Immunosorbent Assays 

Antibodies The antibodies to TGF-p used for the ELISAs were BDA19 (a 

chicken polyclonal IgY antibody vdrich neutralizes TGF-P activity) and BDA47 

(an afiBnity purified rabbit polyclonal IgG antibody), both obtained from R&D 

10 Systems (Oxford^ UvKr)* Geat anti-rabbit !gG coupled to horseradish peroxidase 
was obtained from Sigma Chemical Co. (Poole, U.K.). TGF-p standards were 
obtained from Peninsula (St Helens, U.K.; purified porcine TGF-P 1) and 
Amersham International (Amersham, U.K.; recombinant human TGF-P I ). To 
refer the EUSA data obtained with these TGF*pi s to the interim international 

1 5 standard, bovine TGF-p I (89/5 1 6) was obtained from the National Institute of 
Biological Standards and Control (Potters Bar, U.K.). TGF-p2 and TGF-p3 
isoforms were obtained from R&D Systems). The TGF-P standards were 
dissolved in 25 mM Tris/HCl pH 7.4 containing 50 ng/ml fatty acid free bovine 
serum albumin (FAF-BSA) to give 5 fig/ml stock solutions. The concentration 

20 of the standard TGF-P solutions was checked against the bioassay of DNA 
synthesis in MvLu epithelial cells (see below). Both TGF-P standards gave an 
EDjo for inhibition of DNA synthesis in the MvLu bioassay of between 2-3pM 
wfaich.agrees well with the previously reported value of 2pmol/L (Danielpur et 
al., J, Cgll Physiol, m 79 (1989)). 

25 Gro\\lh Factors Platelet-derived growdi factor (PDGF) AA and BB homodimers 

and epidermal growth factor (Bachem Inc., Saffron Walden, U.K.) were 

• * 

dissolved in 25 mmol/L Tris/HCU pH 7.4 conmining 1% FAF-BSA to give 
OJ ^mol/L stock solutions. Basic fibroblast growth factor (0.56 ^mol/L) 
interlcukin 1 p (0.59 ^mol/L), transforming growth factor a (L81 jxmol/L), 
30 interferon y (0.59 ^moI/L) and insulin-like growth factor I (0.59 ixmoVL; all 
from Bachem Inc.) were dissolved in sterile MilliQ water to give stock solutions 
of the concentrations indicated. Angiotensin II and endothelin I (Sigma 
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Chemical Co.) were dissolved in sterile MilliQ water to give 1 0 ^mol/L stock 
solutions. 

Recombinant Expression of the TGF-B Type 11 Receptor The extracellular 
domain of the TGF-P type 11 receptor was amplified from the vector H2 3FF 
5 (Lin et al., CslL 775 (1992)) using the polymerase chain reaction (PCR). 
The vector DNA was linearized with Not I, precipitated and resuspended at 
1 0 ng/^L. Amplification was carried out in a 50 p.l reaction containing 2.S ^1 
DNA, 5 fil lOx TAQ buffer (LKB Pharmacia; Upsalla, Sweden), 250 ng of each 
oligonucleotide primer (GAATTCCCATGGGTCGGGGGCTGCTC (SEQID 

10 NO:l) and GAATTCGTCAGGATTGCTGGTGTT (SEQ IDN0:2); Wellcome 
Protein and Nucleic Acid Chemistry Facility, University of Cambridge), 1 U 
TAQ polymerase and a mixture of dATP, dTTP, dCTP and dGTP to give a final 
concentration of 200 for each nucleotide. The sample was overlaid with 
50 \iL paraffin oil. The reaction was carried out using a thermal cycler (PREM; 

15 Cambridge, U.K.) for 30 cycles (denaturing at 94^C for 1 minute, annealing at 
SS'^C for 2 mmutes, elongation at 72°C for 2 minutes). The 450 bp fragment 
produced was purified by electrophoresis in low gel temperature agarose, 
digested with EcoRI and cloned into the glutathione-S-transferase fiision vector 
pGEX 2T (LKB Pharmacia). Vectors carrying inserts in the required orientation 

20 were identified by plasmid mapping. The sequence of the insert was checked by 
subcloning the 450 bp EcoRI firagment from the chosen clone (pGTlC) into 
Bluescript KS+ followed by double strand sequencing. The sequence showed a 
single base change (C to A at position +13 from the initiation codon) compared 
to the published sequence (Lin et al., supra .) which mtroduces a leu to met 

25 mutation in the protein. 

Protein Purification An overnight culture off. coli TGI containing pGTIC was 
diluted 1 : 1 00 into fresh 2YT medium (500 mL) containing 270 ^moI/L 
ampiciliin and grown to an OD^^ of 0.5. Production of the fusion protein was 
induced by addition of 1 mM isopropylthiogalactoside and the cells were 

30 harxrsted 5 hours later by ccnirifugaiion. The bacteria were resuspended in 

50 mL phosphate buffered saline (PBS: 150 mmoLl. NaCL 2 mmol/L Na.HPO,, 
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4 mmol/L Na2HP04, pH 73) containing 1 % Triton X- 1 00 and 1 mmol/L PMSF 
and lysed by sonication for 5 minutes. The lysate was centrifiiged (10,000 x g; 5 
minutes) and the fusion protein was purified from the supernatant by the one step 
purification method of Smith and Johnson (Gene, 31 (1988)). FPLC of the 
5 purified glutathione-binding proteins on a Superdex 200 HR coiunm in 20 mM 
ammonium bicarbonate, pH 8A demonstrated that >9S% of the protein present 
was the desued 43 kDa TGF-P receptor fusion protein. 
HLISA to Measure Total TGF-p Maxisorp 96 well ELISA plates (Gibco; 
Uxbridge, U JC) were coated with the capture antibody by incubating with 50 \jlL 
IG BDA19anti-TGF-P chicken IgY (40 Hg/nib)dilu^^^ 

(TBS; 137 mmol/L NaCI, 50 mmol/L Tris/HCl, pH 7.4) and shaking the plates 
until dry by evaporation at room temperature (approximately 12 hours). The 
□ plates were washed 3x3 minutes with PBS, blocked with 350 \xL 3% FAF-BSA 

Jj in TBS for 1 hotir, washed 3x3 minutes with TB S and incubated for 2 hours 

y 1 5 with 1 00 jiL of test samples or dilutions of a TGF-p stock solution for 

calibration. The purified porcine TGF-p stock solution diluted in TBS to 
concentrations between 0.4 pmol/L and 4000 pmol/L was used for calibration 
unless otherwise indicated. 

The plates were washed (3x3 minutes) with TBS + 3% FAF-BSA + 0.1% 
20 Triton X-1 00 (wash buffer) and incubated with 20 iiL detection antibody 

(BDA47; anti-TGF-P (rabbit IgG)) at 1 ng/mL in wash buffer for 1 hour. The 
plates were rinsed with wash buffer (3x3 minutes) and incubated with an 
antibody against rabbit IgG conjugated to horseradish peroxidase (Sigma A- 
6154) at 1 :2500 diludon in wash buffer for 1 hour. After washing (3x3 minutes 
25 with wash buffer), the plates were incubated for 1 5 minutes with the 
chromogenic substrate orthophenylenediamine (Sigma) according to the 
manufacturer's instructions. The reaction was stopped by addition of an equal 
volume of 3M HCl and the absorbances read on an ELISA plate reader (Titertek 
Muhiscan: Flow Laboratories* High Wycombe. U.K.) within 15 minutes of 
30 stopping the reaction. Absorbances were converted into quantities of TGF-P 
protein using the calibration curve from the TGF-P standard. 
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pT JSA to Measure Active TGF-P This ELIS A was perfonned as for the ELISA 
to assay total TGF-p except: (i) the ELISA plates were coated with the purified 
TGF-P receptor fusion protein using 20 ^L of a 50 protein per mL of solution 
in TBS and (ii) the detection reagent (BDA47) was used at 5 ^g/mL. 
5 Mink Lung Epithelial DNA Synthesis Bioassav Mink lung epithelial cells 
(MvLu; American Type Culture Collection; passage 49-60) were subcultured at 
1 :5 dilution in DMEM + 10% FCS. After 24 hours, the medium was replaced 
with DMEM + 10% FCS containing the sample {< 1% v/v) or standards in the 
presence and absence of neutralizing antiserum to TGF*P (BDAl 9) at 1 0 ^g/ml. 

10 DNA:^tiiesij5"dunngarr 

International) was determined 23 hours after addition of test medium. TGF»p 
activity was calculated as the proportion of the inhibition of DNA synthesis 
which was reversed in the presence of neutralizing antibody, using a standard 
curve to convert the inhibition values into quantities of active TGF-p. Purified 

1 5 porcine TGF-p diluted in TBS was used as the standard imless otherwise 
indicated. 

Preparation of Conditioned Culture Media. Human Platelets. Platelet>Poor 
plasma and Serum Medium (DMEM + 20% FCS) was conditioned for 24 hours 
on cultures of adult human aortic VSMCs obtained by en^nnatic dispersion of 

20 aortic media as described above. 

Twenty mL of peripheral venous blood was collected fiom 12 healthy 
male volunteers (aged 23-54); 1 0 mL were aliquoted immediately into tubes 
containing 1.1 mL of sterile 3.8% (w/v) trisodium citrate in MilliQ water at room 
temperature. The samples were centrifuged (250 x g; 15 minutes) to remove red 

25 blood cells. Apyrase (Sigma) was added to the platelet^rich plasma to a final 
concentration of 1 00 rag/L to prevent platelet degranulation; PMSF (1 nunol/L) 
and-pprotinin (1 mg/L) were added to prevent proteolytic activation or 
degradation of TGF-p. These samples were centrifiiged (700 x g; 15 minutes) 
and the supematant platelet-poor plasma was separated from the platelet pellet. 

30 The platclet-poor plasma was kept at room temperature until assayed by ELIS As 
unthin 2 hours of preparation or ^\'as stored in 0.5 mL aliquots at -80^C. The 
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platelet pellet Avas resuspended in 1 0 mL (i.e., the original volume of blood) of a 
buffered saline solution (145 mmol/L NaCl, S nunol/L KCU 16 mmol/L glucose, 
10 mmol/L MgSO*, 0.5 mmol/L EGTA, 1 mmol/L PMSF, 1 mg/L aprotinin, 
1 0 mmol/L HEPES, pH 7.4) and recentrifuged as before. The washed platelet 
5 pellet was resuspended in 10 mL of bufifered saline solution and the platelet 
concentration was determined by hemocytometen Platelets were lysed by 
ultiasonication until <10% of unlysed platelets were detected by hemocytometer. 
Human platelet suspensions were also obtained form the Blood Transfusion 
Service, Cambridge, U.K. The platelets were collected by centrifugation (3,000 

10 X g; 3 minutes) and approximately 0.1 g of platelets w^ resu^ended in 0:5 mL 
MilliQ water and lysed by three cycles of freeze-thawing. The membrane 
fragments were removed by centrifugation (14,000 x g; 10 minutes) and the 
siq>ematant was mixed with an equal volume of 2 x TBS. 

The remaining 1 0 mL of fineshly drawn blood samples were dispensed 

1 5 immediately into polypropylene tubes and allowed to clot at room temperature 
for 2 hours. The clotted samples were centrifuged (1,000 x g; 4 minutes), the 
serum was removed and either stored on ice until assayed within 2 hours or 
stored at -80^C until assayed. The clot was washed three times by centrifiigation 
(1000 x g; 4 minutes) in 5 mL of 150 mM phosphate buffer, pH 7.0, and the 

20 third wash was retained for TGF-P assays. The washed clot was dissolved in 
5 mL of 1 50 mM phosphate buffer, pH 2.0, for 30 minutes, then neutralized by 
addition of 5 mL of 150 mM phosphate buffer, pH 12.0. The samples were 
assayed for TGF-P immediately or stored in 1 mL aliquots at -80^C. 

All blood*derived samples, stored at -80^C, were not thawed until assayed. 

25 The initial freeze-thaw cycle resulted in less than 1 0% loss of total or active 
TGF-p activity in the ELlSAs. However, three additional freeze-thaw cycles of 
samples containing TGF-P in active or latent form was sufficient to cause loss of 
^proximately 90% activity. 

Bioassavs of PDGF PDGF was bioassayed by its mitogenic activity on human 
30 VSMCs derived by explant as described previously (Kocan et al.. Methods in 
Cell Biolocv. eds. Harris. Trump, B.F., and Stenes. G.D., Academic Press 
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( 1 980)). VSMCs were made quiescent by incubation in serum-free DMEM for 
48 hours. Samples of serum or platelet-poor plasma were added at a final 
concentration in DMEM of 5% or 20%, respectively. DNA synthesis was 
assayed by pH]-thymidine (Amersham International; 5 pCi/mL) mcorporation 
5 between 12 hours and 36 hours after addition of the test samples to the cells. 
The proportion of DNA synthesis due to PDGF was estimated by the addition of 
polyclonal antibody (50 mg/L) which neutralizes all forms of PDGF to replicate 
cell samples. 

10 BSaiia An ELISA was set up to detect total (a + 1) TGF-p using the polyclonal 
chicken IgY antibody BDA19 as the capture reagent The assay detected 
purified porcine TGF-P in TBS in the range of 4 pmol/L to 2000 pmol/L with 
half-maximal change in absoibance (aAjo^) of 280 ± 80 pmol/L (n=7). Using 
recombinant human TGF-pi in TBS, the assay detected TGF-p m the range 

1 5 8 pmol/L to 2000 pmol/L with a aAsq^ of 320 ± 120 pmol/L (n=3). Direct 
comparison of the TGF-p 1 (R&D Systems) was made with the interim 
intemational bovine TGF-P (89/5 1 6). An ampoule of 89/5 1 6 containing 
1500 units (approximately 80 ng protem; 32 pmol) was dissolved in sterile water 
to 800 jil and serially diluted in TBS and similar dilutions of the R&D Systems 

20 TGF-p 1 made. Comparison of the calibration curves showed that a nominal 
1 .0 pmol at R&D TGF-p 1 had an activity of 1 30±8 units. To test the specificity 
of the capture antibody in the total TGF-p assay, it was replaced with 
nonimmune chicken IgY (R&D Systems). The change in absorbance in the 
presence of 4000 pmol/L of purified porcine TGF-pi was less than 5%, 

25 indicating that TGF-p binding under the assay conditions was specific to the 
capttve agent. 

\ To lest wliether the ELISA detected acid aciivatable, latent forms of 
TGF-p. a sample of human platelets fi^m the blood bank was lysed and assayed 
before and after activation of the TGF-P (Wakefield et al.. J. Biol. Chem 263. 
30 7646 ( 1 985); Assoian el aL. J. Cell Binl lfl2. 1 03 1 ( 1 986)). The latent TGF-p 
was convened to active TGF-p by addition of 5% vol/vol 1 50 mmoI/L sodium 
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phosphate buffer at pH 2.0 for 5 minutes, then neutralized by addition of 5% 
vol/vol 1 50 mmol/L sodium phosphate buffer at pH 12.0 (Barnard et al., 
B^ochim. Biophvs. Acta. 1032 . 79 (1 990)). Control samples were treated with 
10% vol/vol 150 mmol/L sodium phosphate btrffer at pH 7.0. The MvLu cell 
5 bioassay of the untreated and acid-treated platelet lysate showed that the amount 
of active TGF-P was increased 5.1-fold after acid activation of the latent TGF-p, 
indicating that ^proximately 80% of the TGF-p present in the unactivated 
sample was in the acid activatable, latent form. When assayed by the total 
TGF-p ELISA, the control aliquot contained 680 ± 80 pmol/L TGF-P (n==3) by 
10 ELISA and the acid-activated aliquot contained 600 ± 1 20 pmol/L TGF-P (if=3). 
These results show that the total TGF-P ELISA does not distinguish between 
active and acid activatable TGF-p from human platelets. 

The precise conditions for activation of the small and large complexes of 
latent TGF-p have not been characterized and there is some evidence for the 
existence of two pools of latent TGF-p which differ in the conditions required 
for activation. Therefore, TGF-P is defined as that pool of latent TGF-P which is 
acid-activatable by the treatment described above (i.e., exposure to pH 2.0 for 
5 minutes before neutralization to pH 7.0 without overshoot). Longer exposure 
to pH 2.0 did not significantly affect the concentration of activated TGF-P and it 
remains to be determined M^iich form(s) of latent TGF-P are activated under the 
defined conditions. 

A second ELISA was established to measure active TGF-P in the presence 
of latent TGF-p using a truncated TGF-P type II receptor protein fused to 
giutathione-S-transferase as the capture reagent This assay detected purified 
porcme TGF-pi in TBS in the range of 20 pmol/L to 4000 pmol/L with a aAjoh 
of 680 ± 160 pmoI/L (n=4) and recombinant human TGF-P 1 in TBS in the range 
of 40 pmol/L to 400C pmol/L with a aAjos of 720 ± 120 pmoI/L (n=3). To test 
the specificity of the truncated receptor fusion protein as the captiue agent it was 
replaced with glutathione-S-transferase. The change in absorbance in the present 
of 4000 pmol/L of purified porcine TGF-p 1 was less than 5%. indicating that 
TGF-P binding ^\'as specific lo the capture agent under the assay conditions. 
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To confirm that the active TGF-p ELISA did not detect acid actiVatable, 
lateiit-TGF-p, samples of human platelet TGF-P bef re and afta- acid activation 
were assayed. The active TGF-P ELISA gave 160 db 40 pmol/L (if=3) in the 
unactivated sample and 640 ± 80 pmoI/L (tF=3) TGF-p in the acid-activated 

5 sample, consistent with the data obtained from the (a+1) TGF-p ELISA and the 
MvLu cell bioassay described above- The ability of the ELISA to discriminate 
between active and latent TGF*P was further defined in studies on TGF-P in 
fresh human platelets (see below). 

To test the reproducibility of both ELISAs, 24 aliquots of a sample of 

10 lysed human platelets from the blood bank was assayed simultaneously by both 
assays. The value for active TGF-P was 200 pmoi/L with a coefficient of 
variation of 7.4% and the corresponding value for (a+1) TGF-P was 640 pmol/L 
with a coefficient of variation of 6.8%. Further aliquots of the same platelet 
lysate were also analyzed blind by four independent operators using both 

1 5 ELISAs on eight separate occasions. The mter-assay coefficient of variation was 
13.2% for the active TGF-p assay and 12.2% for the (a+1) TGF-P assay. 

The relative sensitivity of each ELISA to the three isoforms of TGF-P was 
deteraiined. Recombinant human TGF-pl, TGF-P2 and TGF-P3 (400 pmol/L) 
in TBS were assayed using each ELISA, expressing the absorbance for TGF-p2 

20 and TGF-p3 as a percentage of the absorbance for TGF-p 1 . Both ELISAs detect 
TGF-pl and TGF-p3 with similar sensitivity, but TGF-P2 was detected with 
approximately 10-fold less sensitivity than the other isoforms in the (a+1) TGF-P 
ELISA and 100-fold less sensitivity in the active TGF-p ELISA. The relative 
sensitivities for the isoforms in the active TGF-P ELISA are qualitatively 

25 consistent with the relative TGF-p isoform affinities of the type II TGF-p 

receptor (Massagud, Ann. Rev. Celt Biol.. 6, 597 (1990)). The slightly greater 
relative sensitivity of the active TGF-p ELISA to TGF-P3 than the (a+1) TGF-p 
ELISA would result in an overestimate of the proportion of active TGF-P in a 
sample which was composed mostly of TGF-p3 if the assays were calibrated 

30 using a TGF-pi standard. The proponion of active TGF-p in samples containing 
only the TGF-P2 isoform cannot be detemtined accurately by these ELISAs at 
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concentrations below 4000 pmol/L. The concentration of TGF-P2 in human 
senim has been reported as <5 pmoI/L (Danielpur et al.. Annals N.Y. Acad. Sci.. 
521 300 (1990)). 

The cross-reactivity of both ELIS As to a variety of other peptide growth 
5 &ctors was determined at concentrations which have a maxima] biological effect 
in cell culture. Neither assay gave a change of greater than 5% in absorbance in 
response to PDGF-AA (3.3 nmol/L), PDGF-BB (3.3 mnol/L), basic fibroblast 
growth factor (5.6 nmol/L), epidermal growth factor (15.9 nmol/L), insulin-like 
growth factor 1(13 nmol/L), angiotensin II (100 nmoI/L), endothelin I 

10 (1 00 vmoVL), interleukin 1 p (588 pmol/L), transforming growth factor a 
(1 .8 imjol/L), or interferon y (588 pmol/L). 

There are several reports that TGF-P binds to serum components and 
extracellular matrix components with high affinity. For example, McCaffrey and 
co-workers demonstrated that TGF-p associates non-covalently with the major 

1 5 serum protein, a2-macroglobulin (J. Cell Biol.. 109. 441 ( 1 986)). However, 
preparation of the TGF-P standard solutions in the presence of 1 .4 ^mol/L 
human cc2-ro8croglobulin or 10% FCS did not affect the aAjok by more than 
10% compared with the aAso% for the standard TGF-p solutions diluted in TBS 
in either ELIS A. Therefore, any non-covalent interactions formed between 

20 TGF-P and a2-macroglobulin or with components of FCS do not prevent active 
TGF-P firom binding to the type II TGF-p receptor in the active TGF-p ELISA or 
to the capture antibody in the (a+1) TGF-P ELISA, nor do they inhibit binding 
by the detection antibody. It has been noted in a previous report that purified 
TGF-P and a2*macroglobulin may not interact in the same way as endogenous 

25 serum TGF-p and a2-macroglobulin (O'Conner-McCorua et al., J. Biol. Chem.. 
262 . 14090(1987)). 

\ The active TGF-P concentration was measured in three samples of medium 
(DMEM containing 10% FCS) conditioned for 24 hours on human VSMCs 
which produce active TGF-p. The values obtained with the active TGF-P 

30 ELISA were compared with those obtained using the MvLu cell bioassay 
(Table 3). 
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Tables 

Active TGF-P concentration in medium 
conditioned on htiman VSMCs 


5 Active TGF-P(pM) 


1 Sample 

MvLu Assay 

Active TGF-jJELISA 

1 I 

584 ±24 

552 ±32 

2 

356 ±32 

400 ±24 

3 

488 ±40 

484±16 1 


10 

The amount of active TGF-p present in three different samples of DMEM + 20% 
PCS which had been conditioned on human VSMC cultures for 24 hours was 
determined in quadruplicate using the DNA synthesis bioassay in MvLu 
epithelial cells and the active TGF-p ELISA. 


The results obtained by the two assays were not statistically different for any of 
the three samples tested (p = 0.88, 0.48 and 0.99, using students impaired t-test). 
Thus, the ELISA gives values for active TGF-P concentrations in conditioned 

20 medium which are closely consistent with the MvLu cell bioassay used 

previously. Where possible, it is important to demonstrate consistency between 
the active TGF^p ELISA and the bioassay for conditioned media and other 
biological fluids. For example, it has recently been reported that direct addition 
of conditioned media to ELISA microwells can lead to inaccurate measurement 

25 of TGF-P for reasons that are not fiilly understood (Danielpur, L Immunol. 

Methods ^ T58. 17 (1993)). Protocols u*ich activate and concentrate TGF-Ps to 
partially purify the samples and exchange the buffer were recommended 
Panielpur, supraV 

^Another factor which might imerferc with the assays is any peroxidases 

30 present in serum which bind to the capture reagents. To test for peroxidases, the 
capture antibody in the (a+l) TGF-p assay was replaced with non-immune 
chicken IgY. and the truncated receptor fusion protein in the active TGF-p assay 
u'as replaced vAih gtutathione'S-transferase. The change in absorbance in either 


wo 96/40098 


PCTAJS96/102n 


89 

assay was less than 5% in the presence of either DMEM containing 10% FCS or 
human serum from donors A, E,K, or N in Table 5. These data indicated that 
any peroxidase activity in FCS or human serum did not significantly affect the 
assays of (a+1) or active TGF-ps. 
5" Table 4 


Active and (a + 1) TGF-p 
concentrations in human sera 


Donor 

TGF-P(pmolA-) 

Unactival 

ted serum 

Acid-activated serum 

Active 

(o + l) 

Active 

(o + I) 

A 

<40 

240 

240 

240 

B 

120 

120 

120 

120 

C 

200 

320 

320 

320 


240 

240 

240 

240 


Serum samples from four male donors were assayed in a single experiment for 
1 5 active and total TGF-p by the ELISAs before and after acid activation. All 
samples were assayed in quadruplicate. 


The above experiments suggested that the ELISAs could be used to 
20 measure TGF-p in human senun and the use of the assays for sera was therefore 
characterized. It was foimd that the calibration curves for both the active and 
(a+1) TGF-p assays were not affected when purified porcine TGF-P was added 
to human serum (donor E in Table 5) which contsdned very little TGF-P by 
either ELISA. 


25 
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Tables 

(a+1) and active TGF*P concentrations 
in human serum samples 



Donor 

TGF-p (pmol/L) 



Active 

(a+l) 

% active 

5 

E 

<20 

<4 



F 

<20 

<4 



A 





G 


oU 


- 

H 

80 

80 

100 

10 

I 

80 

80 

100 


J 

80 

120 

66 


K 

160 

1120 

14 


C 

280 

320 

88 


L 

320 

320 

100 

15 

M 

360 

320 

113 


N 

1400 

1400 

100 


Senmi samples from 1 2 male donors aged between 23 and 54 were assayed 
immediately after preparation for active and (a+l) TGF-P by the ELISAs 
20 described All samples were assayed in quadruplicate by each ELISA in a single 
experiment. 


25 For human sera comparisons of active TGF-p concentrations by the ELISA and 
the MvLu cell bioassay were not possible because human serum inhibited MvLu 
DNA synthesis by a mechanism independent of TGF-p, The presence of 10% 
(v/y) serum from any of 4 donors (A, H, J. and K in Table 5) inhibited DNA 
s)'nihesis in MvLu cell cultures by more than 95%. This inhibition was not 

30 reversed by the presence of neutralizing antibodies to TGF*p. indicating that the 
human sera contained an inhibitor of DNA synthesis in MvLu cells which 
masked any effect of TGF-p. The MvLu cell bioassay cannot therefore be used 
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to detennine the concentration of active TGF-p in unfractionated human senim 
samples. 

Alternative approaches were therefore required to validate the ELISA 
assays for direct use with human serum. The main requirement was to determine 
whether himan sera contain non-TGF-P components which significantly 
affected the TGF-P concentrations estimated by either assay. Overestimated 
values of TGF-p would be obtained if a serum component was bound 
specifically or nonspecifically by the capture agent in either assay and was also 
recognized by the detection antibody or by the antibody to rabbit IgG linked to 
horseradish peroxidase. Aitematively, underestimated values would result if a 
serum component competed with TGF-p for the capture agent in either assay but 
was not recognized by the detection antibody. In a previous study in ^^ch 
TGF-P in unfiactionated serum (after transient acidification) was determined by 
a radio-receptor assay» it was foimd that components in the serum interfered with 
the assav fO'Connor-McCourt et al.. J. Biol. Chem.. 262. 14090 mmv This 
resiiited in a dilution curve which was not parallel to the standard dilution curve 
and estimates of TGF-P were 20 to 40 times lower than those obtained by acid- 
ethanol extraction of the same samples. Thus, it is possible that serum 
components which result in either overestimated or underestimated TGF-P 
values in our ELISAs would also interfere with other assays (receptor binding or 
radio-immunoassays) used to validate serum TGF-P concentmtions estimated by 
the ELISAs. Therefore, a more rigorous test for interfering components in serum 
was reqmred. This was achieved by determining whether the concentrations of 
active and (a+1) TGF-P concentmtions in sera were internally consistent before 
and after activation of latent TGF-P by acid treatment. Only under very 
implausible circumstances would consistent accounting of active and (a+I) 
TGF-p be obtained in the presence of serum components which interfered with 
either or both assays. 

ELISAs of (a+I) and active TGF-P concentrations were performed on the 
sera from 4 male donors before and after the sera were acidified to pH 2.0 and 
neutralized lo pH 7.0 as described for the lysed human platelet samples. For 
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each of the sera in Table 4, there was no diflFerence within the accuracy of the 
assays between the amount of (a+I) TGF-p before and after acid treatment 
Furthermore, after acid treatment, the amoimt of active TGF-p was not 
significantly different from the amount of (a+1) TGF-p. These results imply that 
5 it is very unlikely that the sera tested contained components \^ch interfered 
with either TGF-p ELIS A since they would cause significant imbalances in the 
quantitative accounting of the amounts of active and (a+i) TGF-p before and 
after acid treatment The use of acid treatment of the sera and reassay of the 
active and (a+1) TGF-p concentrations therefore provides an important internal 
1 0 control for the TGF-p assays when used directly for sera or complex biological 
fluids. 

The sera from 12 male donors (aged 23 to 54) were assayed for active and 
(a+1) TGF-p by the ELISAs (Table 5). The mean (a+1) TGF-p concratiation 
was 330 pmol/L, but the variation was very large (range less than 4 pmol/L to 

1 5 1 400 pmol/L). Similarly, the mean active TGF-P concentration was 230 pmol/L, 
and the range was from less than 20 pmoI/L to 1400 pmol/L. The proportion of 
the (a+1) TGF-p present \^iiich was active ranged from <I 0% to 1 00% with a 
mean of 73% for the samples for which percent activation could be detemuned. 
These data for the amount of TGF-p in human serum can be compared with 

20 several previous reports. A value of 42 ± 0,7 pmol/L (n=10) active TGF-p was 
obtained using the IL-4 dependent HT-2 cell proliferation assay (Chao et al.. 
Cytokine. ^3 292 (1991)). However, when the serum was treated with acid, an 
increase of greater than 1 00-fold in TGF-P values was detected by the same 
proliferation assay. This inqjlies a mean value for activatable (i.e., (a+1)) TGF-p 

25 of >420 pmol/L. In an earlier study (O'Connor-McCourt et al., supra .^ using 
both a two-step competitive radio-receptor assay and the NRK cell-soft agar 
growth system, it was reported that acid-ethanol-extraction of serum (FCS, calf 
and human) gave (a+I) TGF-p concentrations of 200-1000 pmol/L. A value for 
human scrum for TGF-p 1 of 1 JOO pmol/L and <5 pM for TGF-P2 measured by 

30 specific ELISAs has also been reported (Dasch et al.. Annals N.Y. Acad. g>ci, . 
522. 303 (1990)). Of these data, only the low active TGF-p value of 42 ± 
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0.7 pmoI/L {n=l 0) differs substantially &om the range of our ELISA values for 
hinhan sera (Chao et al., sygQ). 

Platelet-poor plasma samples were prepared finm the same blood samples 
used to prepare sera fiom the 4 donors in Table 4. There was no difference 
5 within the accuracy of the assays between the amount of (a+1) TGF-p before or 
after add treatment of the plasma samples^ and after acid treatment, the amount 
of active TGF-p was not significantly different fiom the amount of (a+1) TGF-P 
(Table 6). 

M Tabled 

10 Active and (a+1) TGF-p concentrations 

in human platelet-poor plasma 


Donor 

TGF-P(pmol/L) 

Unactivated plasma 

Acid-activated plasma 

Active 

(a+1) 

Active 

(o+l) 

1 ^ 

<40 

240 

240 

240 

1 ^ 

120 

120 

120 

120 

1 ^ 

160 

320 

320 

320 

1 D 

200 

240 

240 

280 


Platelet-poor plasma were derived fit)m the same blood dimples as the sera for 
Table 4 and were assayed in the same experiment for active and (a+1) TGF-P by 
20 ELISA before and after acid activation. All samples were determined in 
quadruplicate. 

These data demonstrate that the plasma did not contain components which 
interfered with either ELISA, consistent with the finding for the sem derived 

25 from the same blood samples. 

\ Comparison of the data in Tables 4 and 6 also shows that (a+1) TGF-P 
concentrations and the proportions of TGF-p which were active were very 
similar in senmi and piatelet-poor plasma prepared from the same blood 
samples. These data implied that either the platelets had degranulated to release 

30 their TGF-P during the prepamtion of the platelet-poor plasma so that the 
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amounts of TGF-p were the same in plasma and in serum, or that platelet 
degranulation during clotting in the preparation of serum did liot release active or 
latent TGF-P into the serum. The serum and plasma TGF-P concentrations 
would then be similar because the serum and plasma did not contain a significant 

5 amount of active or latent TGF-p &om platelets which had degranulated after 
drawing the blood samples. 

To examine whether the active or latent TGF-P in the serum and plasma 
samples was derived from degranulation of platelets after drawing blood» (a+1) 
TGF-p concentrations in the s^ acid-extracted clots, platelet-poor plasma and 

1 0 platelets fix)m seven donors were compared (Table 7). 
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Table 7 

(a+1) TGF-p concentrations in human sennn, plasma, 
platelets, and acid-tieated clots 


: Pi 


10 


Donor 

(a+I) TGF-p (pmoI/L) 

Serum 

Platelet-poor 
plasma 

Platelets 

Add-treated 
clot 

E 

<40 

40 

1000 

960 

N 

80 

80 

880 

760 

B 

120 

120 

1000 

1200 

D 

280 

280 

1600 

1600 

A 

320 

360 

1200 

1200 1 

C 

440 

440 

1000 

720 1 

M 

1200 

1400 

760 

760 1 


i.ji 

a 


Serum, platelet-poor plasma and platelets were prepared fiom blood from 7 male 
1 5 donors. Clots were removed fi-om the serum samples by centrifugation, washed, 
dissolved by acidification and neutralized. TGF-P was released from platelets by 
sonication which lysed >90% of the platelets present, (a+1) TGF-P in each 
sample was assayed by ELISA in quadruplicate. TGF-p concentrations for 
platelets and clots are calculated for the volume of blood firom which they were 
20 derived. 


The (a+1) TGF-p concentrations in serura and plasma derived from the same 
blood samples were very similar, consistent with the data in Tables 4 and 6. The 

2S average concentration of (a+1) TGF-p from the degranulated platelet samples 
was 1063 pmol/L and the average platelet concentration by hemocytometer in 
the platelet preparations was 3.0 x 10'*/L, equivalent to an average of 2,100 
molecules of TGF-P per platelet. This may be compared with a previous 
estimate of 500 to 2,000 molecules of TGF-p per platelet recovered from 

30 "platelet secretate" (Wakefield et al., J. Biol. Chem.. 2fil. 7646 ( 1 9g8)). 

Howe\'er. the surprising obsen-ation was that the (a+1) TGF-P concentrations of 
the degranulated platelets and the acid-extracted clots derived from the same 
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blood samples were very similar. This observation implies that any active or 
latent TGF-p released by platelets which degranulated in the clots was abnost 
entirely retained within the clot, since quantitative recovery of the (a+1) TGF-P 
was obtained from the clot after acid treatment The retention of (a+1) TGF-p in 
5 the clot would account for the close similarity of the (a+I) TGF*p concentrations 
in the sera and plasma and this conclusion was tested further as described below. 
However, it should be noted that the data do not preclude the possibility that 
platelets contain substantial amounts of latent TGF*p informs which are not 
detected by the (a+1) TGF-P ELISA because they are not activated by the 

1 0 defined acid-activation procedure. 

No active TGF-P could be detected in the platelet releasate from freshly 
prepared platelets, unlike the TGF-p obtained from blood bank platelets. When 
active recombinant human TGF-p 1 was added to the platelet releasate containing 
the highest concentration of (a+1) TGF-p (1600 pmol/L) from donor D), the 

1 5 calibration curve for active TGF-p was superimposed on the curve for the 
recombinant human TGF-pl in TBS. These oteervations show that the 
selectivity of the active TGF-p assay is at least 50-fold greater for active TGF-pl 
than latent TGF-pl. 

. The mean value for (a+1) TGF-p in platelet-poor plasma was 389 ± 177 

20 pmol/L (n=7). Some of the reported values of TGF-P in platelet-poor plasma are 
similar to those described here. In two separate studies using acid-ethanol 
extraction of platelet-poor plasma and the MvLu cell bioassay, TGF-P 
concentrations of 212 ± 132 pmol/L (n=9) and 244 ± 40 pmol/L (range >80 to < 
400 pmol/L; n=l 0) were recently reported. Previously, Wakefield et al. (supra .^ 

25 reported that hxmian plasma contains significant levels of TGF-p (60 :k 24 
pmol/L; n»10) and concluded that latent TGF*P does circulate in normal 
individuals (J. Clin. Invest., fifi, 1976 (1990)). One much lower value of 2.3 
pmol/L (range 2.1 to 2.7 pmol/L: n=9) for TGF-pl in platelet-poor plasma 
assayed by a TGF-pl ELISA on acid-ethanol extracts has also been reported 

30 (Anderson ei al., KidngY InigmaiignpK 4Q. 1 1 10 ( 1 991 )). 
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The similarity of both the (tt+l) and active TGF-p concentrations in 
platelet-poor plasma and serum &om the same donor (Tables 4, 6, and 7) 
prompted the question of whether the TGF-P bad been released by a partial 
degranulation of platelets when the blood samples were drawn and before the 
S onset of clot formation in the serum samples. Since PDGF is contained in the 
same platelet a-granules as latent TGF-p, a bioassay for PDGF activity as a 
mitogen for human VSMCs was used to determine the extent of platelet 
degranulation during the preparation of the platelet-poor plasma (Table 8). 

Tables 

10 Mitogenic indices of human serum and plasma 

on human vascular smooth muscle cells 


Donor 

Mitogenic index 

Senim 

Plaana 

B 

45 

0.7 

H 

52 

1.4 

1 ^ 

60 

0.9 

1 ^ 

65 

1.0 

1 A 

83 

1.2 


20 DMEM containing S% serum or 20% platelet-poor plasma from five male 

donors was added to quiescent, explant-derived human smooth muscle cells and 
DNA synthesis was assayed in triplicate by incorporation of [^-thymidine 
between 12 hours and 36 hours after addition of the samples. The mitogenic 
indices are the ratios of -'H counts incorporated in the test cell samples to 

25 counts in control cells treated with medium alone (U506 ± 123 cpm). The 
mitogenic indices for the plasma samples were unaffected by neutralizing 
antiserum to PDGF but were reduced by more than 52% for each of the serum 
samples. 

30 - 

Platelel-poor plasma had no significant mitogenic activity on human 
VSMCs measured as a ratio of [^HJ-ihNTnidine incorporation in the presence or 
absence of plasma (Table 8) and the ratio was unaffected by neutralizing 
antibody lo PDGF. However, addition of 3.3 pmol/L PDGF !o the plasma 
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samples caused an increase in the average mitogenic index from 1 .0 to 1 .6 and 
this increase was blocked by neutralizing PDGF antibody. The platelet-poor 
plasma samples therefore contained less than 3.3 pmol/L of active PDGF. In 
contrast, the human serum samples gave large mitogenic indices of 45 to 83 for 
5 the same cell preparation and at least S2% of the mitogenic activity was reversed 
by neutralizing antibody to PDGF (50 mg/L). 

.This mitogenic activity attributable to PDGF is consistent with previous 
estimates that PDGF accounts for a^>proximately 50% of platelet-derived 
mitogenic activity of human serum, as assayed on glial cells or fibroblasts (Singh 

10 ct al., J. Cell Biol. 21 667 (1982)). The mitogenic sthnulation reversible by 
neutralizing PDGF antibody (50 mg/L) in the serum samples corresponds to 
concentrations of human PDGF of greater than 300 pmol/L and less than 
600 pmol/L in the human sera. This value may be compared with a reported 
concentration of PDGF in human serum of 500 pmol/L by radio-receptor assay 

15 (Heldin et al., Exp. Cell. Res.. JJ^, (1 98 1 )). A serum concentration of greater 
than 300 pmol/L therefore implies degranulation of most of the platelets during 
clot formation to release PDGF into the serum imder conditions in which the 
TGF-p remains associated with the clot. The undetectable PDGF activity in the 
plasma samples indicates that the amount of PDGF in the plasma corresponds to 

20 degranulation of less than 5% of the platelets after bleeding. 

Most previous work has shown that normal human plasma contains 
undetectable levels of PDGF. However, in one report (Heldin ct al., supra. ). 
PDGF in human platelet-poor plasma was estimated at 33 pmol/L by radio- 
receptor assay with a corresponding serum concentration of SCO pmol/L. Thus, 

25 the preparation of platelet-poor plasma contained little or no delectable PDGF 
from platelet degranulation during preparation in our experiments is consistent 
with previous data. 

Taken together, these observations strongly imply (i) that the TGF-p in 
platelet-poor plasma and serum do not result from platelet degranulation ^ch 

30 occurs on or after taking the blood samples and (ii) that the concentrations of 
(a+I) TGF-P in serum and plasma are ver>' similar because platelet degranulation 
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on clotting does not release (a+I) TGF-p into the serum which can be detected 
by the (a+1) TGF-P assay* Similar (a+I) TGF-p concentrations in serum were 
obtained from repeated bleeds from the same donors. For example^ donor A 
gave (a+1) TGF-p concentrations of 240, 240, 320, 240, and 280 pmol/L from 
5 five bleeds at intervals of at least seven days. Furthermore, similar proportions 
of (a+1) TOF-P were active in repeated bleeds from the same donors. These 
observations are consistent with negligible platelet degranulation after the blood 
samples are drawn since degranulation would be imlikely to be sufficiently 
controlled to yield reproducible amounts of (a+I) TGF*p in sera prq)ared from 

10 separate bleeds. 

The data leave open the question of the origin of the TGF^P in platelet* 
poor plasma. It is generally assumed that the plasma TGF-p is mainly derived 
from platelets and although plausible, this has not been demonstrated 
experimentally. However, the ELISAs described here should facilitate analysis 

IS of the mechanisms controlling platelet-poor plasma concentrations of active and 
(a+I) TGF-p. They should also allow examination of correlations between 
TCF-P concentrations in plasma or serum and various diseases in which TGF-P 
may be implicated. 

EXAMPLE 9 

20 Association of TGF-beta with Lipoprotein Particles 

TGF-beta is a hydrophobic protein known to have affinity for polymeric 
aliphatic hydrocarbons. To determine whether TGF-beta would associate with 
lipoprotein particles in the circulation, platelet-poor plasma was prepared from 
peripheral venous blood drawn from ten healthy donors (A- J) and two donors 

25 with diabetes (K and L). The absence of platelet degranulation (<0.02% 

degranulation) was confirmed by measurement of PF-4 in the plasma by ELISA 
(Asserchrom PF-4: Diagnostic Stago. FR). A 1 ml aliquot of plasma was diluted 
to 4 ml with Buffer A (Havel ei al., J. Clin. Investip.. 1345 (1955)) and then 
ICBr ^^'as added to final densiry of 1^15 g/ml. The lipoproteins were separated 

30 from the plasnia proteins by density gradient ullracenuifugaiion (235.000 x g). 
The top 2 ml was collected as the lipoprotein fraction and the lower 2 ml was 
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collected as the lipoprotein deficient plasma fraction. For cell cultures studies, 
the lipoprotein fraction was subjected to extensive dialysis against serum-fiee 
DMEM, and the amount of TGF-beta was measured in the lipoprotein fraction 
and in the plasma protein fractions after treatment vnih acid/urea, using the 
5 Quantikine ELISA (R&D Systems) in accordance with the manufacturer's 
instructions. The proportion of TGF-beta in the lipoprotein fraction is shown in 
Table 8 (% associated TGF-beta), The total cholesterol in each fraction was 
measxired by the cholesterol oxidase enzymatic method (Sigma Di^ostics) as 
previously described in Grainger et al,, Nat. Med., i, 1067 (1995). The 
10 ch61^teorin"fiBcti6ns 0-9 was assumed to be ATLDL, in fractions 10-19 to be 
LDL, and in fractions 20-30 to be HDL, in accordance with the eludon positions 
of the major apolipoproteins. Lipoprotein concentrations are reported as mM 
cholesterol. 

Consistent with previous studies, the TGF-beta detected by ELISA in 
1 5 plate]et*poor plasma from healthy individuals was 5. 1 2b 2. 1 ng/ml (n - 1 0; range 
L4 to 9.1 ng/ml) (Table 8). In some individuals (7/10), TGF-beta was detected 
in the lipoprotein fraction as well as the lipoprotein deficient plasma fraction. 
The proportion of the TGF-beta associated with lipoprotein varied from < 1% to 
39% with a mean of 16%. Thus, plasma TGF-beta, tmlike most other plasma 
20 proteins, can associate with lipoprotein particles. 
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Tables 


Tnrtivi/liifii 
iUUl VlUUai 

A OP 

(yrs) 

OCA 

TGF-beta 

VI Til 

V L0UL1 

T ni 
(mM) 

nuLi 

A 

44 

M 

27 

0.9 

3.1 

0.8 

B :•: 

2S 

M 

<1 

0^ 

2.8 

1.1 

C . 

41 

F 

24 

1.1 

4.7 

0.7 

D 

31 

M 

<1 

0.6 

3.4 

0.8 

E 

28 

M 

7 

03 

3.0 

0.9 

F 

21 

F 

19 

1.1 

2.6 

1.0 


22 

M 

11 

0.8 

3.6 

0.9 

H ... 

49 

M 

39 

1:5 

3:3 

1.0 

I . 

47 

M 

<1 

0.8 

3.7 

0.8 

J 

29 

M 

9 

0.9 

3.1 

1.0 

K 

36 

M 

78 

4.6 

3.1 

0.9 

L 

27 

M 

96 

1.1 

3.8 

1.1 


To determine whether the TGF-beta associated with lipoprotein particles 
was able to bind to the type II TGF-beta signaling receptor and exert biological 

20 activity in vitro, the binding of recombinant TGF-beta to R2X was measured in 
the absence and presence of increasing concentrations of lipoprotein purified 
from the plasma of an individual with < 1 ng/ml TGF-beta in plasma (individual 
I in Grainger et al,, Clin. Chim. Acta. 221, 1 1 (1995)). If the lipoprotein- 
associated fraction of TGF-beta is unavailable for bindings lipoproteins prepared 

25 from an individual with a very low plasma concentration of TGF-beta would be 
expected to reduce the binding of recombinant active TGF-beta to its receptors. 
The half maximal (ka) binding of recombinant TGF-beta to the recombinant 
extracellular domain of the type II TGF-beta receptor was previously determined 
to be 1 7 ± 3 ng/ml (R2X; Grainger el al.. Nature. 22Qt 460 (1994); Grainger et 

30 aL Clin, Chim, Acia, m 1 1 (1995)). 

The recombinant extracellular domain of the type II TGF-beta receptor 
(R2Xh prepared as described in Grainger et al. (Nature. 370 , 460 (1994) and 
Clin Chim Acta. 221^ 1 1 (1 995)). was coaled onto ELISA plates (1 ng/welU 
Maxisorp plates* Gibco BRL). incubated uiih various concentrations of TGF- 
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beta (1.5 ng/ml to 100 ng/ml recombinant active TGF-betal in two fold serial 
dilutions; R&D Systems) and the amount of bound TGF-beta detected with 
antibody BDA5 (R&D Systems) as previously described by Grainger et al., Clin. 
Chm. Agte, 22L 1 1 (1995). Briefly, purified R2X (1 \xg) in 50 pi TBS per well 
5 was incubated overnight at room temperature. Wells were washed 3 times 
quickly in TBS and blocked with TBS containing 3% bovine serum albumin 
(BSA, fetty-acid fipee; Sigma) for 30 minutes. A standard curve of recombinant 
active TGF-betal was prepared in TBS + 0.1% BSA and in TBS + 0.1% BSA 
additionally containing dialyzed lipoprotein at various concentrations. The 

1 0 standard curves were-incubated m the wells containmg R2X for 2 hours. After 
three quick washes with TBS, the wells were incubated with TGF-beta detection 
antibody at 1 jig/ml in TBS + 3% BSA (50 ^l/well) for 1 hour. After a further 
three washes in TBS, the wells were incubated with anti-rabbit IgG conjugated 
to horseradish peroxidase (A-6154; Sigma) at 1:5000 dilution in TBS + 3% BSA 

15 for 30 minutes. The wells were washed 3 times with TBS and visualized using 
K-Blue Substrate (Elisa Technologies) for 20 minutes. All incubations were 
performed at room temperature with shaking (-300 rpm). 

The presence of lipoprotein caused a dose-dependent increase in the 
apparent ka for TGF-beta binding to R2X to a maximal value of 42 ± 6 ng/ml 

20 when lipoprotein equivalent to 3 mM total cholesterol was added (Figure 3A). 
Values are the mean ± standard error of triplicate determinations. The 
concentration of lipoprotein (measured as total cholesterol) which half- 
maximally increased the apparent ka was approximately 1 mM. Thus, the TGF- 
beta associated wiUi the lipoprotein particles has a lower affinity for the type II 

25 TGF-beta receptor, or, if the TGF-beta is in equilibrium between tiie lipoprotein 
and aqueous phases, is unable to bind to the TGF-beta receptor, 

*t ,It has previously been shown that TGF-beta inhibits the proliferation of 
mink lung epithelial (MvLu) cells in culture. Recombinant active TGF-betal 
was added to MvLu cells (passage 59-63 from tiie ATCC) which were growing 

30 in DMEM + 1 0% fetal calf serum) and the concentration of recombinant TGF- 
beta required to half-maximally inhibit MvLu cells (reported as MvLu cell ID50) 
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was measured as previously described (Danielpour et al., J. Cell Phvsiol.. 138. 
79 (1989); Kirschenlohr et al., Am. L Phvsiol.. 2i55, C571 (1993) (Figure 3B). 
Proliferation of MvLu cells was half-maximally iidiibited by recombinant active 
TGF-betal with an ID50 of 0.12 ± 0.04 ng/ml (n = 6). Addition of lipoprotein 
S purified from the plasma of individual I (Grainger et al., supra) caused a dose- 
dependenrincrease in the ID50 of TGF-beta. The ID50 was maximal at 0,52 ± 
0.08 ng/mi vdien 3 mM total cholesterol was added. The concentration of 
lipoprotein which half-maximally increased the ID50 was approximately 0.8 mM. 
Therefor^TGF'beta associated with lipoprotein was less active, or inactive, as 

10 an inhibitor of MvLu cell proliferatjon. 

Since low levels of TGF*beta activity have been associated with advanced 
atherosclerosis, individuals with a large proportion of their plasma TGF*beta 
sequestered into an inactive lipoprotein*assaciated pool may be at significantly 
higher risk of developing the disease. The differences in the proportion of TGF- 

15 beta associated with lipoprotein among the individuals studied was therefore 
investigated further. The different classes of lipoprotein were separated by size 
using gel filtration chromatography for ten healthy individuals A-J (Table 8) as 
well as two diabetic individuals with abnormal lipoprotein profiles (individuals 
K-L, Table 8). The TGF-beta present in the fiactions following the gel filtration 

20 of the lipoprotein fraction firom each of the ten mdividuals was then determined. 
Individual A had a profile of lipoproteins typical of healthy subjects 
(Figure 4A) and 27% of the plasma TGF-beta was associated with the 
lipoprotein firaction. 88% of the lipoprotein-associated TGF-beta eluted with a 
tightly defined subfraction of the HDL particles, with the smallest size of all the 

25 cholesterol-containing lipoprotein particles. The remaining 12% of the 

lipoprotein-associated TGF-beta was distributed among the VLDL and LDL 
fractions. -This pattern of association of TGF-beta with a subfraction of HDL 
particles ^vas typical of all the health donors tested (> 80% of the lipoprotein- 
associated TGF-beta in a subfraction of HDL), except individual C. 

30 Individual C had little VLDL or chylomicrons but moderately elevated 

LDL and 24% of the plasma TGF-bcia was associated u-iih the lipoprotein pool 
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(Figure 4B). As with the other individuals the majority (65%) of the TGF-beta 
wa^Bssociated with the HDL subfiraction. However, this individual bad a 
significant amount of TGF-beta (27%) associated with LDL and the remainder 
eluted with the VLDL. 
5 Individual K was a diabetic patient with hypertriglyceridaemia, and > S0% 

of the total plasma cholesterol was present in the largest triglyceride-iich 
lipoprotein particles (Figure 4C). This individual had 78% of the plasma TGF- 
beta associated with the lipoprotein pool, but only 20% of this was present in the 
HDL subfraction. The remaining 80% co-eluted from the gel filtration column 

1 0 with the VLDL and chy ipimcrons. 

Individual L was a diabetic patient with moderately elevated plasma 
triglyceride and VLDL/chylomicrons and 92% of the plasma TGF-beta 
associated with the lipoprotein (Figure 4D). This individual had very little 
(< 5%) of the lipoprotein-associated TGF-beta co-eiuting with the HDL 

1 5 particles* Approximately 60% of the TGF-beta co-eluted witii the largest 

triglyceride-rich lipoprotein particles and the remainder with the LDL particles. 

Thus, TGF-beta associates with a subfiaction of HDL particles which vary 
very litde in size and vjinch are among the smallest cholesterol-containing 
lipoproteins present in plasma. Additionally, TGF-beta can associate with both 

20 the triglyceride-rich LDL and VLDL particles, which can contain the major 

fi:action of plasma TGF-beta, when the concentration of these particles in plasma 
is elevated. 

Diabetic individuals, particularly those with poor glucose control, often 
exhibit elevated plasma concentrations of the triglyceride-rich lipoprotein 
25 particles. Such individuals may therefore have an increased fiaction of their 
plasma TGF*beta associated with the lipoprotein pool, since they may have a 
mi^or fiaction of their plasma TGF-beta associated with the triglyceride-rich 
lipoprotein particles as well as the subfraction of HDL particles. 

The proportion of TGF-beta in the lipoprotein fraction for ten diabetic 
30 individuals who exhibited poor glucose control u-as determined (Haemoglobin 
alC > 8.0). These individuals had moderately elevated total plasma triglyceride 
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levels (2,34 ± 0.70 mM compared to 1 .43 ± 0.60 mM in healthy control donors; 
n ^10; p < 0.07 Student unpaired t-test), and the proportion of TGF-beta 
associated with lipoprotein was maricedly increased (68 ± 21% compared to 16 ± 
1 1% in healthy control donors; mean ± standard deviation; n = 10; p < O.OS 
5 Mann-Whitney unpaired U-test). Therefore, diabetic individuals with poor 
glucose control have significantly more of the plasma TGF-beta sequestered into 
the lipoprotein pool where it is less active or inactive. 


All publications, patents and patent applications are incorporated herein by 
10 reference, except to the extent titiat the.definitions in prior applications and 
patents are inconsistent with the definitions herein. While in the foregoing 
specification this invention has been described in relation to certain preferred 
embodiments thereof, and many details have been set forth for purposes of 
illustration, it will be apparent to those skilled in the art that the invention is 
1 5 susceptible to additional embodiments and that certain of the details described 
herein may be varied considerably without departing from the basic principles of 
the invention. 


